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Description 
Technical Fleid 

5 [0001] The invention relates to materials and methodologies for managing the spread of non>A, non-B hepatitis virus 
(NANBV) Infection. More specifically, it relates to diagnostic DNA fragments, diagnostic proteins, diagnostic antibodies 
and protective antigens and antibodies for an etiologic agent of NANB hepatitis, i.e., hepatitis C vinjs. 
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Background Art 

[0004] Non-A, Non-B hepatitis (NANBH) is a transmissible disease or family of diseases that are believed to be viral- 
55 induced, and that are distinguishable from other forms of viral-associated tiver diseases, including that caused by the 
known hepatitis viruses, i.e., hepatitis A virus (HAV). hepatitis B virus (HBV), and delta hepatitis virus (HDV), as well 
as the hepatitis Induced by cytomegalovirus (CMV) or Epstein-Barr virus (EBV). NANBH was first Identified in transfused 
individuals. Transmission from man to chimpanzee and serial passage in chimpanzees provided evidence that NANBH 
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is due to a transmissible infectious agent or agents. However, the transmissible agent responsible for NANBH is still 
unidentified and the number of agents which are causative of the disease are unlcnown. 

[0005] Epidemiologic evidence is suggestive that there may be three types of NANBH: the water-borne epidemic 
type; the blood or needle associated type; and the sporadically occurring (community acquired) type. However, the 

5 number of agents which may be the causative of NANBH are unknown. 

[0006] Clinical diagnosis and identification of NANBH has been accomplished primarily by exclusion of other viral 
mariners. Among the methods used to detect putative NANBV antigens and antibodies are agar-gel diffusion, counter- 
immunoelectrophoresis, immunofluorescence microscopy, immune electron microscopy, radioimmunoassay, and en- 
zyme-linked immunosortDent assay. However, none of these assays has proved to be sufficiently sensitive, specific, 

10 and reproducible to be used as a diagnostic test for NANBH. 

[0007] Until now there has been neither clarity nor agreement as to the identity or specificity of the antigen antibody 
systems associated with agents of NANBH. This is due, at least in part, to the prior or co-infection of HBV with NANBV 
in individuals, and to the known complexity of the soluble and particulate antigens associated with HBV, as well as to 
the integration of HBV DNA into the genome of liver cells. In addition, there is the possibility that NANBH is caused by 

15 more than one infectious agent, as well as the possibility that NANBH has been misdiagnosed. Moreover, it is unclear 
what the serological assays detect in the serum of patients with NANBH. It has been postulated that the agar-gel 
diffusion andcounterimmunoelectrophoresis assays detect autoimmune responses or non-specific protein interactions 
that sometimes occur between serum specimens, and that they do not represent specific NANBV antigen-antibody 
reactions. The immunofluorescence, and enzyme-linked immunosoriaent, and radioimmunoassays appear to detect 

20 low levels of a rheumatoid-factor-like material that is frequently present in the serum of patients with NANBH as well 
as in patients with other hepatic and nonhepatic diseases. Some of the reactivity detected may represent antibody to 
host-detemnlned cytoplasmic antigens. 

[0008] There are a number of candidate NANBV. See, for example the reviews by Prince (1983), Feinstone and 
Hoofnagle (1984), and Overby (1985, 1986, 1987) and the article by Iwarson (1987). However, there is no proof that 

25 any of these candidates represent the etiological agent of NANBH. 

[0009] The demand for sensitive, specific methods for screening and identifying carriers of NANBV and NANBV 
contaminated blood or blood products is significant. Post-transfusion hepatitis (PTH) occurs in approximately 10% of 
transfused patients, and NANBH accounts for up to 90% of these cases. The major problem in this disease Is the 
frequent progression to chronic liver damage (25-55%). 

30 [0010] Patient care as well as the prevention of transmission of NANBH by blood and blood products or by close 
personal contact require reliable diagnostic and prognostic tools to detect nucleic acids, antigens and antibodies related 
to NANBV. In addition, there is also a need for effective vaccines and immunotherapeutic therapeutic agents for the 
prevention and/or treatment of the disease. 

35 Disclosure of the Invention 

[0011] The invention pertains to the isolation and characterization of a newly discovered etiologic agent of NANBH, 
hepatitis C virus (HCV). More specifically, the invention provides a family of cDNA replicas of portions of HCV genome. 
These cDNA replicas were isolated by a technique which included a novel step of screening expression products from 
40 cDNA libraries created from a particulate agent in infected tissue with sera from patients with NANBH to detect newly 
synthesized antigens derived from the genome of the heretofore unisolated and uncharacterized viral agent, and of 
selecting clones which produced products which reacted immunologically only with sera from Infected individuals as 
compared to non-infected individuals. 

[0012] Studies of the nature of the genome of the HCV, utilizing probes derived from the HCV cDNA, as well as 
45 sequence information contained within the HCV cDNA, are suggestive that HCV is a Flavivlrus or a Flavi-like virus. 
[0013] Portions of the cDNA sequences derived from HCV are useful as probes to diagnose the presence of virus 
in samples, and to isolate naturally occumng variants of the virus. These cDNAs also make available polypeptide 
sequences of HCV antigens encoded within the HCV genome(s) and pennits the production of polypeptides which are 
useful as standards or reagents in diagnostic tests and/or as components of vaccines. Antibodies, both polyclonal and 
50 monoclonal, directed against HCV epitopes contained within these polypeptide sequences are also useful for diagnostic 
tests, as therapeutic agents, for screening of antiviral agents, and for the isolation of the NANBV agent from which 
these cDNAs derive. In addition, by utilizing probes derived from these cDNAs it is possible to isolate and sequence 
other portions of the HCV genome, thus giving rise to additional probes and polypeptides which are useful in the 
diagnosis and/or treatment, both prophylactic and therapeutic, of NANBH. 
55 [0014] Thus, the invention provides a polymerase chain reaction (PCR) kit comprising a pair of primers capable of 
priming the synthesis of cDNA in a PCR reaction, wherein each or said primers Is a polynucleotide comprising a con- 
tiguous sequence or nucleotides which is capable of selectively hybridizing to the genome of hepatitis C virus (HCV) 
or the complement thereof, wherein HCV is characterized by: 
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a positive stranded RNA genome; 

said genome comprising an open reading frame (ORF) encoding a poiyprotein; and 

5 tlie entirety of the said encoded poiyprotein having at least 40% homology to the entire poiyprotein or a viral isolate 

from the genome or which was prepared cDNAs deposited in a lambda gt-11 cDNA library with the American Type 
Culture Collection (ATCC) under accession no. 40394. 

[0015] The invention also provides a method of performing a polymerase chain reaction wherein the primers are a 
10 pair of polynucleotides as defined above in relation to PGR kits of the invention. 

[0016] The invention also provides a method for assaying a sample for the presence or absence of HCV polynucle- 
otides comprising: 

(a) contacting the sample with a probe under conditions 

IS that allow the selective hybridisation of said probe to an HCV polynucleotide or the complement thereof In 

the sample, wherein said probe comprises a polynucleotide comprising a contiguous sequence of nucleotides 
which is capable of selectively hybridising to the genome of HCV or the complement thereof, wherein HCV is 
characterised by: 

20 (i) a positive stranded RNA genome, said genome comprising an open reading frame (ORF) encoding a poiy- 

protein; and 

(ii) the entirety of the said encoded poiyprotein having at least 40% homology to the entire poiyprotein of a 
viral isolate from the genome of which was prepared cDNAs deposited in a lambda gt-11 CDNA, library with 
the American Type Culture Collection (ATCC) under accession no. 40394; 

25 

and 

(b) determining whether polynucleotide duplexes comprising said probe are fomned 

and further wherein said pblynucieotide Is a DNA polynucleotide and optionally comprises a detectable label. 
30 [0017] We also describe a purified HCV polynucleotide; a recombinant HCV polynucleotide; a recombinant polynu- 
cleotide comprising a sequence derived from an HCV genome or from HCV cDNA; a recombinant polynucleotide 
encoding an epitope of HCV; a recombinant vector containing any of the above recombinant polynucleotides, and a 
host cell transfomied with any of these vectors. 

[001 8] We also describe a recombinant expression system comprising an open reading frame (ORF) of DNA derived 
35 from an HCV genome or from HCV cDNA, wherein the ORF is operably linked to a control sequence compatible with 
a desired host, a cell transformed with the recombinant expression system, and a polypeptide produced by the trans- 
fomied cell. 

[0019] It is also possible to obtain purified HCV particles, a preparation of polypeptides from the purified HCV; a 
purified HCV polypeptide; a purified polypeptide comprising an epitope which is immunologically identifiable with an 
^ epitope contained in HCV. 

[0020] We also describe a recombinant HCV polypeptide; a recombinant polypeptide comprised of a sequence de- 
rived from an HCV genome or from HCV cDNA; a recombinant polypeptide comprised of an HCV epitope; and a fusion 
polypeptide Comprised of an HCV polypeptide. 

[0021] We also describe an anti-HCV antibody composition comprising antibodies that bind said antigenic detennl- 
45 nant of a polypeptide according to the invention which is (a) a purified preparation of polyclonal antibodies, or (b) a 
monoclonal antibody composition. 

[0022] We also describe a particle which is immunogenic against HCV infection comprising a non-HCV polypeptide 
having an amino acid sequence capable of forming a particle when said sequence is produced in a eukaryotic host, 
and an HCV epitope. The invention also relates to a polynucleotide probe for HCV, the probe comprising a polynucle- 
50 otide of the invention which further comprises a detectable label. The invention also relates to a polymerase chain 
reaction (PCR) kit comprising a pair of primers capable of priming the synthesis of cDNA in a PCR reaction where 
each of the primers is a polynucleotide according to the invention. The invention also finds application in the production 
of kits such as those for assaying a sample for the presence or absence of HCV polynucleotides by (a) contacting the 
sample with a probe comprising a polynucleotide of the invention, for example one containing about 8 or more nucle- 
us otides, under conditions that allow the selective hybridization of said probe to an HCV polynucleotide or the compliment 
thereof in the sample; and (b) detecting any polynucleotide duplexes comprising said probe. 
[0023] We also describe a polypeptide comprised of an HCV epitope, attached to a solid substrate; and an antibody 
to an HCV epitope, attached to a solid substrate, 
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[0024] We also describe a method for producing a polypeptide containing an HCV epitope comprising Incubating 
host cells transfomied with an expression vector containing a sequence encoding a polypeptide containing an HCv 
epitope under conditions which allow expression of said polypeptide; and a polypeptide containing an HCV epitope 
produced by this method. 

5 [0025] The invention also relates to a method for detecting HCV nucleic acids in a sample comprising reacting nucleic 
acids of the sample with a probe for an HCV polynucleotide under conditions which allow the fomnation of a polynu- 
cleotide duplex between the probe and the HCV nucleic acid from the sample; and detecting a polynucleotide duplex 
which contains the probe. 

[0026] We also describe Immunoassays. These include an immunoassay for detecting an HCV antigen comprising 

10 (a) providing an antibody composition according to the invention; (b) incubating a sample with the antibody composition 
under conditions that allow for the fomiatton of an antibody-antigen complex; and (c) detecting antibody-antigen com- 
plexes comprising the anti-HCV antibodies. These also include an immunoassay for detecting antibodies directed 
against an HCV antigen comprising (a) providing a polypeptide comprising an antigenic detemninant bindable by said 
anti-HCV antibody, wherein said antigenic determinant comprises a contiguous amino acid sequence encoded by said 

IS genome; (b) incubating a biological sample with said polypeptide under conditions that allow for the fonmation of an 
antibody-antigen complex; and (c) detecting antibody-antigen complexes comprising said polypeptide. 
[0027] We also describe vaccine compositions for treatment of HCV Infection comprising an Immunogenic peptide 
Containing an HCV epitope, or an inactivated preparation of HCV, or an attenuated preparation of HCV 
[0028] We also describe a tissue culture grown cell infected with HCV and the Invention includes a method of growing 

20 HCV by providing cells, e.g. hepatocytes or macrophages, infected with HCV and propagating such cells in vitro. 

[0029] We also describe a method for producing antibodies to HCV comprising administering to an individual an 
isolated immunogenic polypeptide containing an HCV epitope in an amount sufficient to reduce an immune response. 
[0030] We also describe a method for isolating cDNA derived from the genome of an unidentified infectious agent, 
comprising: (a) providing host cells transformed with expression vectors containing a cDNA library prepared from nu- 

25 oleic acids isolated from tissue infected with the agent and growing said host cells under conditions which allow ex- 
pression of polypeptide(s) encoded in the cDNA; (b) interacting the expression products of the cDNA with an antibody 
containing body component of an individual infected with said infectious agent under conditions which allow an immu- 
noreaction, and detecting antibody-antigen complexes formed as a result of the interacting; (c) growing host cells which 
express polypeptides that fonn antibody-antigen complexes in step (b) under conditions which allow their growth as 

30 individual clones and Isolating said clones; (d) growing cells from the clones of (c) under conditions which allow ex- 
pression of polypeptide(s) encoded within the cDNA, and interacting the expression products with antibody containing 
body components of individuals other than the individual in step (a) who are infected with the infectious agent and with 
control individuals uninfected with the agent, and detecting antibody-antigen complexes formed as a result of the In- 
teracting; (e) growing host cells which express polypeptides that fomn antibody-antigen complexes with antibody con- 

35 taining body components of infected individuals and individuals suspected of being infected, and not with said com- 
ponents of control individuals, under conditions which allow their growth as individual clones and isolating said clones; 
and (f) isolating the cDNA from the host cell clones of (e). 

Brief Description of the Drawings 

40 

[0031 ] Fig. 1 shows the double-stranded nucleotide sequence of the HCV cDN A insert in clone 5-1 -1 , and the putative 
amino acid sequence of the polypeptide encoded therein. 

[0032] Fig. 2 shows the homologies of the overiapping HCV cDNA sequences In clones 5-1-1 , 81 , 1 -2, and 91 . 
[0033] Fig. 3 shows a composite sequence of HCV cDNA derived from overiapping clones 81 , 1 -2, and 91 , and the 
^ amino acid sequence encoded therein. 

[0034] Fig. 4 shows the double-stranded nucleotide sequence of the HCV cDNA insert in clone 81 , and the putative 
amino acid sequence of the polypeptide encoded therein. 

[0035] Fig. 5 shows the HCV cDNA sequence in done 36. the segment which overlaps the NANBV cDNA of clone 
81 , and the polypeptide sequence encoded within clone 36. 
50 [0036] Fig. 6 shows the combined ORF of HCV cDNAs in clones 36 and 81 , and the polypeptide encoded therein. 
[0037] Fig. 7 shows the HCV cDNA sequence in clone 32, the segment which overlaps clone 81 , and the polypeptide 
encoded therein. 

[0038] Fig. 8 shows the HCV cDNA sequence in clone 35, the segment which overlaps clone 36, and the polypeptide 
encoded therein. 

55 [0039] Fig. 9 shows the combined ORF of HCV cDNAs in clones 35, 36, 81 , and 32, and the polypeptide encoded 
therein. 

[0040] Fig. 1 0 shows the HCV cDNA sequence in clone 37b, the segment which overlaps clone 35, and the polypep- 
tide encoded therein. 
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[0041 1 Rg. 1 1 shows the HCV cDNA sequence in clone 33b, the segment which overlaps clone 32. and the polypep- 
tide encoded therein. 

[0042] Fig. 1 2 shows the HCV cDNA sequence in clone 40b, the segnnent which overlaps clone 37b, and the polypep- 
tide encoded therein. 

5 [0043] Fig. 1 3 shows the HCV cDNA sequence In clone 25c. the segment which overlaps clone 33b, and the polypep- 
tide encoded therein. 

[0044] Fig. 14 shows the nucleotide sequence and polypeptide encoded therein of the ORF which extends through 

the HCV cDNAs in clones 40b, 37b, 35, 36, 81 , 32, 33b, and 25c. 

[0045] Fig. 15 shows the HCV cDNA sequence in clone 33c, the segment which overlaps clones 40b and 33c, and 
10 the amino acids encoded therein. 

[0046] Fig. 1 6 shows the HCV cDNA sequence in clone 8h, the segment which overlaps clone 33c, and the amino 
acids encoded therein. 

[0047] Fig. 1 7 shows the HCV cDNA sequence in clone 7e, the segment which overlaps clone 8h, and the amino 
acids encoded therein. 

15 [0048] Fig. 1 8 shows the HCV cDNA sequence In clone 1 4c. the segment which overlaps clone 25c, and the amino 
acids encoded therein. 

[0049] Fig. 19 shows the HCV cDNA sequence in clone 8f, the segment which overlaps clone 14c, and the amino 
acids encoded therein. 

[0050] Fig. 20 shows the HCV cDNA sequence in clone 33f , the segment which overlaps clone 8f , and the amino 
20 acids encoded therein. 

[0051] Fig. 21 shows the HCV cDNA sequence in clone 33g, the segment which overlaps clone 33f. and the amino 
acids encoded therein. 

[0052] Fig. 22 shows the HCV cDNA sequence in clone 7f, the segment which overlaps the sequence in clone 7e, 
and the amino acids encoded therein. 
25 [0053] Fig. 23 shows the HCV cDNA sequence in clone 11b, the segment which overlaps the sequence in clone 7f , 

and the amino acids encoded therein. 

[0054] Fig. 24 shows the HCV cDNA sequence in clone 14i, the segment which overlaps the sequence in clone 11b, 
and the amino acids encoded therein. 

[0055] Fig. 25 shows the HCV cDNA sequence in clone 39c, the segment which overlaps the sequence in done 33g, 
30 and the amino acids encoded therein. 

[0056] Fig. 26 shows a composite HCV cDNA sequence derived from the aligned cDNAs in clones 14i, lib, 7f, 7e, 
8h, 33c 40b 37b 35 36. 81, 32, 33b, 25c, 14c, 8f, 33f, 33g and 39c also shown is the amino acid sequence of the 
polypeptide encoded in the extended ORF in the derived sequence. 

[0057] Fig. 27 shows the sequence of the HCV cDNA in clone 12f. the segment which overlaps clone 141, and the 
35 amino acids encoded therein. 

[0058] Fig. 28 shows the sequence of the HCV cDNA in clone 35f. the segment which overlaps clone 39c, and the 
amino acids encoded therein. 

[0059] Fig. 29 shows the sequence of the HCV cDNA in clone 19g, the segment which overlaps clone 35f. and the 
amino acids encoded therein. 

40 [0060] Fig.30showsthesequenceof clone26g,thesegmentwhichoveriapscione 19g, and the ammo acids encoded 
therein. 

[0061] Fig. 31 shows the sequence of clone 15e, the segment which overlaps clone 26g, and the amino acids encoded 
therein. 

[0062] Fig. 32 shows the sequence in a composite cDNA, which was derived by aligning clones 12f through 15e in 
45 the 5' to 3' direction; it also shows the amino acids encoded in the continuous ORF 

[0063] Fig. 33 shows a photograph of Western blots of a fusion protein, SOD-NANBg.^.^, with chimpanzee serum 
from chimpanzees infected with BB-NANB, HAV, and HBV. 

[0064] Fig. 34 shows a photograph of Western blots of a fusion protein. SOD-NANBg.^.-!. with serum from humans 
Infected with NANBV, HAV, HBV, and from control humans. 
50 [0065] Fig. 35 is a map showing the significant features of the vector pAB24. 

[0066] Fig. 36 shows the putative amino acid sequence of the carboxy-tenninus of the fusion polypeptide C100-3 
and the nucleotide sequence encoding it. 

[0067] Fig. 37A is a photograph of a coomassie blue stained polyacrylamtde gel which identifies CI 00-3 expressed 

in yeast 

55 [0066] Fig. 37B shows a Western blot of CI 00-3 with serum from a NANBV infected human. 

[0069] Fig. 38 shows an auto radiograph of a Northern blot of RNA isolated from the liver of a BB-NANBV infected 
chimpanzee, probed with BB-NANBV cDNA of clone 81 . 

[0070] Fig. 39 shows an autoradiograph of NANBV nucleic acid treated with RNase A or DNase I, and probed with 
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BB-NANBV cDNA of clone 81 . 

[0071] Fig. 40 shows an autoradiograph of nucleic acids extracted fronn NANBV particles captured from infected 
plasma with anti-NANB5.i.i, and probed with 32p.|abeled NANBV cDNA from clone 81 . 

[0072] Fig. 41a and b shows autoradiographs of filters containing Isolated NANBV nucleic acids, probed with 32p. 
5 labeled plus and minus strand DNA probes derived from NANBV cDNA In clone 81 . 

[0073] Fig. 41-1 shows the homologies between a polypeptide encoded in HCV cDNA and an NS protein from Dengue 
flavivirus. 

[0074] Fig. 43 shows a histogram of the distribution of HCV infection in random samples, as detenmlned by an ELISA 
screening, 

10 [0075] Fig. 44 shows a histogram of the distribution of HCV infection in random samples using two configurations of 
immunoglobutin-enzyme conjugate in an ELISA assay. 

[0076] Fig. 45 shows the sequences in a primer mix, derived from a conserved sequence in NS1 of flaviviruses. 
[0077] Fig. 46 shows the HCV cDNA sequence in clone k9-1 , the segment which overlaps the cDNA in Fig. 27, and 
the amino acids encoded therein. 
^5 [0078] Fig. 47 shows the sequence in a composite CDNA which was derived by aligning clones k9-1 through 1 5e in 
the 5' to 3' direction; it also shows the amino acids encoded in the continuous ORF 

1 . Definitions 

20 [0079] The temi "hepatitis C virus" has been reserved by workers in the field for an heretofore unknown etiologic 
agent of NANBH. Accordingly, as used herein, "hepatitis C virus" (HCV) refers to an agent causitive of NANBH, which 
agent is a virus characterised by 

a positive stranded RNA genome; 

25 

said genome comprising an open reading frame (ORF) encoding a polyproten; and 

the entirety of the said encoded polyprotein having at least 40% homology to the entire polyprotein of a viral isolate 
from the genome of which was prepared cDNAs deposited in a lambda gt-1 1 CDNA library with the American Type 
30 Culture Collection (A-TCC) under accession no. 40394. 

[0080] This agent was formerly referred to as NANBV and/or BB-NANBV. The terms HCV, NANBV, and BB-NANBV 
are used interchangeably herein, but all refer to the virus as defined above. As an extension of this terminology, the 
disease caused by HCV, formerly Called N ANB hepatitis (NANBH), is called hepatitis C. The terms NANBH and hepatitis 

35 c may be used interchangeably herein. 

[0081] The tenn "HCV", as used herein, denotes a viral species which causes NANBH, and attenuated strains or 
defective interfering particles derived therefrom. As shown infra., the HCV genome is comprised of RNA. It is known 
that RNA containing viruses have relatively high rates of spontaneous mutation, i.e., reportedly on the order of 10'^ to 
10-4 per nucleotide (Fields & Knipe (1986)). Therefore, there are multiple strains within the HCV species described 

40 infra. The compositions and methods described herein, enable the propagation, identification, detection, and isolation 
of the various related strains. Moreover, they also allow the preparation of diagnostics and vaccines for the various 
strains, and have utility in screening procedures for anti-viral agents for pharmacologic use in that they inhibit replication 
of HCV 

[0082] The infomnation provided herein, although derived from one strain of HCV, hereinafter refen^ed to as CDC/ 
45 HCV1 , is sufffcient to allow a viral taxonomist to identify other strains which fall within the species. As described herein, 
we have discovered that HCV is a Flavivirus or Flavl-like virus. The morphology and composition of Flavivirus particles 
are known, and are discussed in Brinton (1986). Generally, with respect to morphology, Flaviviruses contain a central 
nucleocapsid sunrounded by a lipid bilayer. Virions are spherical and have a diameter of about 40-50 nm. Their cores 
are about 25-30 nm in diameter Along the outer surface of the virion envelope are projections that are about 5-10 nm 
50 long with terminal knobs about 2 nm in diameter. 

[0083] HCV encodes an epitope which is immunologically identifiable with an epitope in the HCV genome from which 
the cDNAs described herein are derived; preferably the epitope is encoded in a cDNA described herein. The epitope 
is unique to HCV when compared to other known Flaviviruses. The uniqueness of the epitope may be detemnined by 
its immunological reactivity with HCV and lack of immunological reactivity with other Flavivirus species. Methods for 
55 determining immunological reactivity are known in the art, for example, by radioimmunoassay, by Elisa assay, by he- 
magglutination, and several examples of suitable techniques for assays are provided herein. 
[0084] In addition to the above, the following parameters are applicable, either alone or in combination, in identifying 
a strain as HCV. Since HCV strains are evolutionarily related, it is expected that the overall homology of the genomes 
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at the nucleotide level will be 40% or greater, preferably 60% or greater, and even more preferably 80% or greater; 
and in addition that there will be corresponding contiguous sequences of at least about 13 nucleotides. The corre- 
spondence between the putative HCV strain genomic sequence and the CDC/HCV1 cDNA sequence can be deter- 
mined by techniques known in the art. For example, they can be detemnined by a direct comparison of the sequence 

5 infomnation of the polynucleotide from the putative HCV, and the HCV cDNA sequence(s) described herein. For ex- 
ample, also, they can be determined by hybridization of the polynucleotides under conditions which fomi stable du- 
plexes between homologous regions (for example, those which would be used prior to digestion), followed by di- 
gestion with single stranded specific nuclease(s): followed by size detenntnation of the digested fragments. 
[0085] Because of the evolutionary relationship of the strains of HCV, putative HCV strains are identifiable by their 

10 homology at the polypeptide level. Generally, HCV strains are more than 40% homologous, preferably more than 60% 
homologous, and even more preferably more than 80% homologous at the polypeptide level. The techniques for de- 
tenmlnlng amino acid sequence homology are known in the art. For example, the amino acid sequence may be deter- 
mined directly and compared to the sequences provided herein. For example also, the nucleotide sequence of the 
genomic material of the putative HCV may be determined (usually via a CDNA intermediate); the amino acid sequence 

15 encoded therein can be determined, and the corresponding regions compared. 

[0086] As used herein, a polynucleotide "derived from" a designated sequence, for example, the HCV cDNA, par- 
ticularly those exemplified In the sequences of Figs. 1 -47, or from an HCV genome, refers to a polynucleotide sequence 
which Is comprised of a sequence of approximately at least 6 nucleotides, Is preferably at least 8 nucleotides, Is more 
preferably at least 10-12 nucleotides, and even more preferably at least 15-20 nucleotides corresponding, i.e., homot- 

20 ogous to or complementary to, a region of the designated nucleotide sequence. Preferably, the sequence of the region 
from which the polynucleotide is derived is homologous to or complementary to a sequence which is unique to an HCV 
genome. Whether or not a sequence is unique to the HCV genome can be detemnined by techniques known to those 
of skill in the art. For example, the sequence can be compared to sequences in databanks, e.g., Genebank, to detemriine 
whether it is present in the uninfected host or other organisms. The sequence can also be compared to the known 

25 sequences of other viral agents, including those which are known to induce hepatitis, e.g., HAV, HBV, and HDV, and 
to other members of the Flaviviridae. The correspondence or non-correspondence of the derived sequence to other 
sequences can also be detemnined by hybridization under the appropriate stringency conditions. Hybridization tech- 
niques for determining the complementarity of nucleic acid sequences are known in the art, and are discussed Infra. 
See also, for example, Maniatis et al. (1 982). In addition, mismatches of duplex polynucleotides formed by hybridization 

30 can be determined by known techniques, including for example, digestion with a nuclease such as SI that specifically 
digests single-stranded areas in duplex polynucleotides. Regions from which typical DNA sequences may be "derived" 
Include but are not limited to, for example, regions encoding specific epitopes, as well as non-transcribed and/or non- 
translated regions. 

[0087] The derived polynucleotide is not necessarily physically derived from the nucleotide sequence shown, but 
35 may be generated in any manner. Including for example, chemical synthesis or DNA replication or reverse transcription 
or transcription, which are based on the Information provided by the sequence of bases In the region(s) from which 
the polynucleotide Is derived. In addition, combinations of regions corresponding to that of the designated sequence 
may be modified in ways known in the art to be consistent with an intended use. 

[0088] Similariy, a polypeptide or amino acid sequence derived from a designated nucleic acid sequence, for exam- 
^0 pie, the sequences In Figs. 1 -47, or from an HCV genome, refers to a polypeptide having an amino acid sequence 
identical to that of a polypeptide encoded In the sequence, or a portion thereof wherein the portion consists of at least 
3-5 amino acids, and more preferably at least 8-10 amino acids, and even more preferably at least 11-15 amino acids, 
or which Is immunologically identifiable with a polypeptide encoded in the sequence. 

[0089] A recombinant or derived polypeptide Is not necessarily translated from a designated nuciek: acid sequence, 
45 for example, the sequences in Figs. 1-47, or from an HCV genome; it may be generated in any manner, including for 
example, chemical synthesis, or expression of a recombinant expression system, or isolation from mutated HCV. 
[0090] The tenm "recombinant polynucleotide" as used herein intends a polynucleotide of genomic, cDNA, semisyn- 
thetic, or synthetic origin which, by virtue of its origin or manipulation: (1) is not associated with all or a portion of the 
polynucleotide with which it Is associated in nature or In the fomi of a library; and/or (2) is linked to a polynucleotide 
50 other than that to which It Is linked in nature. 

[0091] The term "polynucleotide" as used herein refers to a polymeric fonn of nucleotides of any length, either ribo- 
nucleotides or deoxyribonucleotides. This temn refers only to the primary structure of the molecule. Thus, this temn 
includes double- and single-stranded DNA, as well as double- and single stranded RNA. It also Includes modified, for 
example, by methylatlon and/or by capping, and unmodified fomns of the polynucleotide. 
55 [0092] As used herein, the temri "HCV containing a sequence corresponding to a CDNA" means that the HCV contains 
a polynucleotide sequence which Is homologous to or complementary to a sequence in the designated DNA; the degree 
of homology or complementarity to the cDNA will be approximately 50% or greater, will preferably be at least about 
70%, and even more preferably will be at least about 90%. The sequences which correspond will be at least about 70 
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nucleotides, preferably at least about 80 nucleotides, and even more preferably at least about 90 nucleotides in length. 
The correspondence between the HCV sequence and the cDNA can be detennined by techniques icnown in the art, 
including, for example, a direct comparison of the sequenced material with the cDNAs described, or hybridization and 
digestion with single strand nucleases, followed by size detemnination of the digested fragments. 
5 [0093] Techniques for purifying viral polynucleotides from viral particles are known in the art, and include for example, 
disruption of the particle with a chaotropic agent, and separation of the polynucleotide(s) and polypeptides by ion- 
exchange chromatography, affinity chromatography, and sedimentation according to density. 
[0094] Techniques for purifying viral polypeptides are known in the art, and examples of these techniques are dis- 
cussed infra. 

10 [0095] "Recombinant host cells", "host cells", "cells", "cell lines", "cell cultures:, and other such terms denoting mi- 
croorganisms or higher eukaryotic cell lines cultured as unicellular entities refer to cells which can be, or have been, 
used as recipients for recombinant vector or other transfer DNA, and include the progeny of the original cell which has 
been transfected. It is understood that the progeny of a single parental cell may not necessarily be completely identical 
in morphology or in genomic or total DNA complement as the original parent, due to accidental or deliberate mutation. 

IS Progeny of the parental cell which are sufficiently similar to the parent to be characterized by the relevant property, 
such as the presence of a nucleotide sequence encoding a desired peptide, are included in the progeny intended by 
this definition, and are covered by the above temns. 

[0096] A "replicon" is any genetic element, e.g., a plasmid, a chromosome, a virus, that behaves as an autonomous 
unit of polynucleotide replication within a cell; i.e., capable of replication under its own control. 
20 [0097] A "vector" is a replicon in which another polynucleotide segment is attached, so as to bring about the replication 
and/or expression of the attached segment. 

[0098] "Control sequence" refers to polynucleotide sequences which are necessary to effect the expression of coding 
sequences to which they are ligated. The nature of such control sequences differs depending upon the host organism; 
in prokaryotes, such control sequences generally include promoter, ribosomal binding site, and terminators; in eukary- 

25 otes, generally, such control sequences include promoters, temiinators and, in some instances, enhancers. The term 
"control sequences" is intended to include, at a minimum, all components whose presence is necessary for expression, 
and may also include additional components whose presence is advantageous, for example, leader sequences. 
[0099] "Operably linked" refers to a juxtaposition wherein the components so described are in a relationship penmit- 
ting them to function in their intended manner. A control sequence "operably linked" to a coding sequence is ligated in 

30 such a way that expression of the coding sequence is achieved under conditions compatible with the control sequences. 
[0100] An "open reading frame" (ORF) is a region of a polynucleotide sequence which encodes a polypeptide; this 
region may represent a portion of a coding sequence or a total coding sequence. 

[0101] A "coding sequence" is a polynucleotide sequence which is transcribed into mRNA and/or translated into a 
polypeptide when placed under the control of appropriate regulatory sequences. The boundaries of the coding se- 

35 quence are detemriined by a translation start codon at the S'-tenninus and a translation stop codon at the 3'-temiinus. 
A coding sequence can include, but is not limited to mRNA, cDNA, and recombinant polynucleotide sequences. 
[01 02] "Immunologically identifiable with/as" refers to the presence of epitope{s) and polypeptides(s) which are also 
present in and are unique to the designated polypeptide(s), usually HCV proteins. Immunological identity may be 
determined by antibody binding and/or competition in binding; these techniques are known to those of average skill in 

40 the art, and are also illustrated infra. The uniqueness of an epitope can also be detenmined by computer searches of 
known data banks, e.g. Genebank, for the polynucleotide sequences which encode the epitope, and by amino acid 
sequence comparisons with other known proteins. 

[0103] As used herein, "epitope" refers to an antigenk: determinant of a polypeptide; an epitope could comprise 3 
amino acids in a spatial confomnation which Is unique to the epitope, generally an epitope consists of at least 5 such 
45 amino acids, and more usually, consists of at least 8-10 such amino acids. ISIethods of detenmining the spatial confor- 
mation of amino acids are known in the art, and Include, for example, x-ray crystallography and 2-dimensional nuclear 
magnetic resonance. 

[0104] A polypeptide is "immunologically reactive" with an antibody when it binds to an antibody due to antibody 
recognition of a specific epitope contained within the polypeptide. Immunological reactivity may be determined by 

50 antibody binding, more particularly by the kinetics of antibody binding, and/or by competition in binding using as com- 
petitor(s) a known polypeptide(s) containing an epitope against which the antibody is directed. The techniques for 
detemiining whether a polypeptide is immunologically reactive with an antibody are known in the art. 
[0105] As used herein, the term "immunogenic polypeptide containing an HCV epitope" includes naturally occurring 
HCV polypeptides or fragments thereof, as well as polypeptides prepared by other means, for example, chemical 

55 synthesis, or the expression of the polypeptide in a recombinant organism. 

[0106] The tenn "polypeptide" refers to a molecular chain of amino acids and does not refer to a specific length of 
the product; thus, peptides, oligopeptides, and proteins are included within the definition of polypeptide. This tenn also 
does not refer to post-expression modifications of the polypeptide, for example, glycosylations, acetylations, phospho- 
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rylations and the like. 

[0107] Transformation", as used herein, refers to the insertion of an exogenous polynucleotide into a host cell, 
irrespective of the method used for the Insertion, for example, direct uptake, transduction, orf-matlng. The exogenous 
polynucleotide may be maintained as a non -integrated vector, for example, a plasmid, or altematively, may be integrated 
5 into the host genome. 

[0108] "Treatment" as used herein refers to prophylaxis and/or therapy. 

[0109] An "individual", as used herein, refers to vertebrates, particularly members of the mammalian species, and 
includes but Is not limited to domestic animals, sports animals, primates, and humans. 

[01 10] As used herein, the "plus strand" of a nucleic acid contains the sequence that encodes the polypeptide. The 
10 "minus strand" contains a sequence which Is complementary to that of the "plus strand". 

[0111] As used herein, a "positive stranded genome" of a virus is one in which the genome, whether RNA or DNA, 
is single-stranded and which encodes a viral polypeptide(s). Examples of positive stranded RNA viruses include To- 
gavlridae, Coronavihdae, Retrovlridae, Picornaviridae, and Caliciviridae. Included also, are the Flaviviridae, which were 
fonmerly classified as Togaviradae. See Fields & Knipe (1986). 
IS [0112] As used herein, "antibody containing body component" refers to a component of an individual's body which 
is a source of the antibodies of Interest. Antibody containing body components are known in the art, and include but 
are not limited to, for example, plasma, serum, spinal fluid, lymph fluid, the external sections of the respiratory, intestinal, 
and genitourinary tracts, tears, saliva, milk, white blood cells, and myelomas. 

[0113] As used herein, "purified HCV" refers to a preparation of HCV which has been isolated from the cellular 
20 constituents with which the virus is nomnally associated, and from other types of viruses which may be present in the 
infected tissue. The techniques for isolating vimses are known to those of skill in the art. and include, for example, 
centrifugation and affinity chromatography; a method of preparing purified HCV is discussed infra. 

II. Description 

25 

[0114] The practice of the present invention will employ, unless otherwise indicated, conventional techniques of 
molecular biology, microbiology, recombinant DNA, and immunology, which are within the skill of the art. Such tech- 
niques are explained fully in the literature. See e.g., Maniatis, Fitsch & Sambrook, MOLECULAR CLONING; A LAB- 
ORATORY MANUAL (1982); DNA CLONING. VOLUMES I AND II (D.N Glover ed. 1985); OLIGONUCLEOTIDE SYN- 
30 THESIS (M.J. Gait ed, 1984); NUCLEIC ACID HYBRIDIZATION (B.D. Hames & S.J. Higglns eds. 1984); 

TRANSCRIPTION AND TRANSLATION (B.D. Hames & S.J. HIgginseds. 1984); ANIMALCELL CULTURE (R.I. Fresh- 
ney ed. 1986); 

IMMOBILIZED CELLS AND ENZYMES (IRL Press. 1 986); B. Perbal. A PRACTICAL GUIDE TO MOLECULAR CLON- 
ING (1984); 

35 the series; METHODS IN ENZYMOLOGY (Academic Press, Inc.); 

GENE TRANSFER VECTORS FOR MAMMALIAN CELLS (J.H. Miller and M.P. Calos eds. 1987. Cold Spring Harbor 
Laboratory), Methods in Enzymology Vol. 154 and Vol. 155 (Wu and Grossman; and Wu, eds., respectively), Mayer 
and Walker, eds. (1987) IMMUNOCHEMICAL METHODS IN CELL AND MOLECULAR BIOLOGY (Academic Press, 
London), Scopes, (1987). PROTEIN PURIFICATION: PRINCIPLES AND PRACTICE, Second Edition (Springer-Ve- 

40 nag, N.Y.), and HANDBOOK OF EXPERIMENTAL IMMUNOLOGY, VOLUMES l-IV (D.M. Weir and C. C. Blackwell 
eds 1986). 

[0115] All patents, patent applications, and publications mentioned herein, both supra and infra, are hereby incor- 
porated herein by reference. 

[0116] The useful materials and processes of the present invention are made possible by the provision of a family 
45 of closely, homologous nucleotide sequences isolated from a cDN A library derived from nucleic acid sequences present 
in the plasma of an HCV Infected chimpanzee. This family of nucleotide sequences is not of human or chimpanzee 
origin, since It hybridizes to neither human nor chimpanzee genomic DNA from uninfected Individuals, since nucleotides 
of this family of sequences are present only in liver and plasma of chimpanzees with HCV infection, and since the 
sequence is not present in Genebank. In addition, the family of sequences shows no significant homology to sequences 
50 contained within the HBV genome. 

[01 17] The sequence of one member of the family, contained within clone 5-1 -1 , has one continuous open reading 
frame (ORF=^ whk;h encodes a polypeptide of approximately 50 amino acids. Sera from HCV infected humans contain 
antibodies which bind to this polypeptide, whereas sera from non-infected humans do not contain antibodies to this 
polypeptide. Finally, whereas the sera from uninfected chimpanzees do not contain antibodies to this polypeptide, the 
55 antibodies are induced in chimpanzees following acute NANBH infection. Moreover, antibodies to this polypeptide are 
not detected in chimps and humans infected with HAV and HBV. By these criteria the sequence is a cDNA to a viral 
sequence, wherein the virus causes or is associated with NANBH; this cDNA sequence is shown in Fig. 1 . As discussed 
infra, the cDNA sequence in clone 5-1-1 differs from that of the other Isolated cDNAs in that it contains 28 extra base 
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pairs. 

[01 18] A composite of other identified members of the cDN A family, which were isolated using as a probe a synthetic 
sequence equivalent to a fragment of the cDNA in clone 5-1 -1 , Is shown in Fig. 3. A member of the cDNA family which 
was isolated using a synthetic sequence derived from the cDNA in clone 81 is shown in Fig. 5, and the composite of 

5 this sequence with that of clone 81 is shown in Fig. 6. Other members of the cDNA family, including those present in 
clones 12f, 14i, lib. 7f, 7e. 8h, 33c, 40b, 37b, 35, 36, 81 , 32, 33b, 25c, 14c, 8f. 33f. 33g, 39c, 35f, 19g, 26g and 15e 
are described in Section IV. A. A composite of the cDNAs in these clones is described in Section IV.A. 19, and shown 
in Fig. 32. The composite cDNA shows that it contains one continuous ORF. and thus encodes a polyprotein. This data 
is consistent with the suggestion, discussed infra., that HCV is a flavivlrus or flavi-like virus. Clone k9-1 overlaps the 

10 sequence of Fig. 32. A composite cDNA is shown in Fig. 47. 

[01 1 9] The availability of this family of cDNAs shown in Figs. 1 -47, inclusive, permits the construction of DNA probes 
and polypeptides useful In diagnosing NANBH due to HCV infection and in screening blood donors as well as donated 
blood and blood products for infection. For example, from the sequences it is possible to synthesize DNA oligomers 
of about 8-1 0 nucleotides, or larger, which are useful as hybridization probes to detect the presence of the viral genome 

15 in, for example, sera of subjects suspected of hartsoring the virus, or for screening donated blood for the presence of 
the virus. The family of cDNA sequences also allows the design and production of HCV specific polypeptides which 
are useful as diagnostic reagents for the presence of antibodies raised during NANBH. Antibodies to purified polypep- 
tides derived from the cDNAs may also be used to detect viral antigens in infected individuals and in blood. 
[0120] Knowledge of these cDNA sequences also enable the design and production of polypeptides which may be 

20 used as vaccines against HCV and also for the production of antibodies, which in turn may be used for protection 
against the disease, and/or for therapy of HCV infected individuals. 

[01 21 ] Moreover, the family of cDNA seq uences enables fu rther characterization of the HCV genome. Polynucleotide 
probes derived from these sequences may be used to screen cDNA libraries for additional overlapping cDNA sequenc- 
es, which, in turn, may be used to obtain more overlapping sequences. Unless the genome is segmented and the 
25 segments lack common sequences, this technique may be used to gain the sequence of the entire genome. However, 
if the genome is segmented, other segments of the genome can be obtained by repeating the Iambda-gt1 1 serological 
screening procedure used to isolate the cDNA clones described herein, or alternatively by isolating the genome from 
purified HCV particles. 

[0122] The family of cDNA sequences and the polypeptides derived from these sequences, as well as antibodies 
30 directed against these polypeptides are also useful in the Isolation and identification of the BB-NANBV agent(s). For 
example, antibodies directed against HCV epitopes contained In polypeptides derived from the cDNAs may be used 
in processes based upon affinity chromatography to isolate the virus. Alternatively, the antibodies may be used to 
identify viral particles isolated by other techniques. The viral antigens and the genomic material within the isolated virai 
particles may then be further characterized. 
35 [01 23] The infomiation obtained from further sequencing of the HCV genome(s), as well as from further character- 
ization of the HCV antigens and characterization of the genome enables the design and synthesis of additional probes 
and polypeptides and antibodies which may be used for diagnosis, for prevention, and for therapy of HCV induced 
NANBH, and for screening for infected blood and blood-related products. 

[0124] The availability of probes for HCV, including antigens and antibodies, and polynucleotides derived from the 
40 genome from which the family of cDNAs is derived also allows for the development of tissue culture systems which 
will be of major use in elucidating the biology of HCV. This in turn, may lead to the development of new treatment 
regimens based upon antiviral compounds which preferentially inhibit the replication of, or infection by HCV. 
[0125] The method used to identify and isolate the etiologic agent for NANBH is novel, and it may be applicable to 
the Identification and/or isolation of heretofore uncharacterized agents which contain a genome, and which are asse- 
ss elated with a variety of diseases, including those induced by viruses, viroids, bacteria, fungi and parasites. In this 
method, a cDNA library was created from the nucleic acids present in infected tissue from an infected individual. The 
library was created in a vector which allowed the expression of polypeptides encoded in the cDN A. Clones of host celts 
containing the vector, which expressed an immunologically reactive fragment of a polypeptide of the etiologic agent, 
were selected by immunological screening of the expression products of the library with an antibody containing body 
50 component from another individual previously infected with the putative agent. The steps in the immunological screen- 
ing technique included interacting the expression products of the cDNA containing vectors with the antibody containing 
body component of a second infected individual, and detecting the fomnation of antibody-antigen complexes between 
the expression product(s) and antibodies of the second infected individual. The isolated clones are screened further 
immunologically by interacting their expression products with the antibody containing body components of other Indi- 
es viduals infected with the putative agent and with control individuals uninfected with the putative agent, and detecting 
the fomnation of antigen-antibody complexes with antibodies from the infected individuals; and the cDNA containing 
vectors which encode polypeptides which react immunologically with antibodies from infected individuals and individ- 
uals suspected of being infected with the agent, but not with control Individuals are isolated. The infected individuals 
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used for the construction of the cDNA library, and for the Immunological screening need not be of the same species. 
[0126] The cDNAs Isolated as a result of this method, and their expression products, and antibodies directed against 
the expression products, are useful in characterizing and/or capturing the etiologtc agent. As described in more detail 
infra, this method has been used successfully to isolate a family of cDNAs derived from the HCV genome. 

5 

II A. Preparation of the cDNA Sequence 

[0127] Pooled serum from a chimpanzee with chronic HCV infection and containing a high titer of the virus, i.e., at 
least 1 06 chimp infectious doses/ml (CID/ml) was used to isolate viral particles; nucleic acids isolated from these par- 

10 tides was used as the template in the construction of a cDNA library to the viral genome. The procedures for isolation 
of putative HCV particles and for constructing the cDNA library in lambda-gtll is discussed In Section IV.A.1 . Lambda- 
gt11 is a vector that has been developed specifically to express inserted cDNAs as fusion polypeptides with beta- 
galactosidase and to screen large numbers of recombinant phage with specific antisera raised against a defined an- 
tigen. The Iambda-gt11 cDNA library generated from a cDNA pool containing cDNA of approximate mean size of 200 

'5 base pairs was screened for encoded epitopes that could bind specifically with sera derived from patients who had 
previously experienced NANB hepatitis. Huynh. TV. et al. (1985). Approximately 10^ phages were screened, and five 
positive phages were Identified, purified, and then tested for specificity of binding to sera from different humans and 
chimpanzees previously infected with the HCV agent. One of the phages, 5-1-1 , bound 5 of the 8 human sera tested. 
This binding appeared selective for sera derived from patients with prior NANB hepatitis infections since 7 nonnal blood 

20 donor sera did not exhibit such binding. 

[0128] The sequence of the cDNA In recombinant phage 5-1 -1 was detennined, and is shown in Fig. 1 . The polypep- 
tide encoded by this cloned cDNA, which is In the same translational frame as the N-termlnal beta-Galactosidase 
moiety of the fusion polypeptide Is shown above the nucleotide sequence. This translational ORF, therefore, encodes 
an epitope(s) specifically recognized by sera from patients with NANB hepatitis infections. 

25 [01 29] The availability of the cDNA in recombinant phage 5-1 -1 has allowed for the isolation of other clones containing 
additional segments and/or alternative segments of cDN A to the viral genome. The lambda-gtl 1 cDNA library described 
supra, was screened using a synthetic polynucleotide derived from the sequence of the cloned 5-1-1 cDNA. This 
screening yielded three other clones, which were Identified as 81 , 1-2 and 91 ; the cDNAs contained within these clones 
were sequenced. See Sections IV.A.3. and IV.A.4. The homologies between the four independent clones are shown 

30 in Fig. 2, where the homologies are Indicated by the vertical lines. Sequences of nucleotides present uniquely in clones 
5-1-1 , 81 . and 91 are indicated by small letters. 

[0130] The cloned cDNAs present In recombinant phages In clones 5-1-1, 81, 1-2, and 91 are highly homologous, 
and differ in only two regions. First, nucleotide number 67 in clone 1 -2 is a thymidine, whereas the other three clones 
contain a cytidine residue in this position. This substitution, however, does not alter the nature of the encoded amino 
35 acid. 

[0131] The second difference between the clones is that clone 5-1 -1 contains 28 base pairs at its 5'-tenninus which 
are not present In the other clones. The extra sequence may be a 5'-ten7iinal cloning artifact; 5'-tenninal cloning artifacts 
are commonly observed In the products of cDNA methods. 

[0132] Synthetic sequences derived from the 5'-reglon and the 3'-region of the HCV cDNA in clone 81 were used 
40 -to screen and Isolate cDNAs from the Iambda-gt11 NANBV cDNA library, which overiapped clone 81 cDNA (Section 
IV.A.5.). The sequences of the resulting cDNAs, which are In clone 36 and clone 32, respectively, are shown in Fig. 5 

and Fig. 7. 

[01 33] Similariy a synthetic polynucleotide based on the 5'-reglon of clone 36 was used to screen and isolate cDNAs 
from the lambda gt-11 NANBV cDNA library which overiapped clone 36 cDNA (Section IV.A.8.). A purified clone of 
45 recombinant phage-containing cDNA which hybridized to the synthetic polynucleotide probe was named clone 35 and 
the NANBV cDNA sequence contained within this clone is shown In Fig. 8. 

[0134] By utilizing the technique of isolating overiapping cDNA sequences, clones containing additional upstream 
and downstream HCV cDNA sequences have been obtained. The isolation of these clones, Is described infra in Section 
IVA. 

50 [0135] Analysis of the nucleotide sequences of the HCV cDNAs encoded within the Isolated clones show that the 
composite cDNA contains one long continuous ORF. Fig. 26 shows the sequence of the composite cDNA from these 
clones, along with the putative HCV polypeptide encoded therein. 

[0136] The description of the method to retrieve the cDNA sequences is mostly of historical Interest. The resultant 

sequences (and their complements) are provided herein, and the sequences, or any portion thereof, could be prepared 
55 using synthetic methods, or by a combination of synthetic methods with retrieval of partial sequences using methods 
similar to those described herein. 

[01 37] Lambda-gt1 1 strains replicated from the HCV cDNA library and from clones 5-1-1,81,1-2 and 91 have been 
deposited under the tenms of the Budapest Treaty with the American Type Culture Collection (ATCC), 1 2301 Paridawn 
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Dr., Rockville, Maryland 20852, and have been assigned the following Accession Numbers. 



5 



Iambda-gt11 


ATCC No. 


Deposit Date 


HCV cDNA library 


40394 


1 Dec. 1987 


clone 81 


40388 


17 Nov. 1987 


clone 91 


40389 


17 Nov. 1987 


clone 1-2 


40390 


17 Nov. 1987 


clone 5-1-1 


40391 


18 Nov. 1987 



[0138] The designated deposits will be nnaintained for a period of thirty (30) years from the date of deposit, or for 
five (5) years after the last request for the deposit; or for the enforceable life of the U.S. patent, whichever is longer. 
These deposits and other deposited materials mentioned herein are intended for convenience only, and are not required 
to practice the present invention in view of the description here. The HCV cDNA sequences in all of the deposited 
materials are incorporated herein by reference. 

[0139] The description above, of "walking" the genome by isolating overiapping cDNA sequences from the HCV 
lambda gt-11 library provides one method by which cDNAs corresponding to the entire HCV genome may be isolated. 
However, given the information provided herein, other methods for isolating these cDNAs are obvious to one of skill 
in the art. Some of these methods are described in Section IV.A., infra. 

20 

II. B. Preparation of Viral Polypeptides and Fragments 

[0140] The availability of cDNA sequences, either those isolated by utilizing the cDNA sequences in Figs. 1 -32, as 
discussed Infra, as well as the cDNA sequences in these figures, pemnits the construction of expression vectors en- 
coding antigenically active regions of the polypeptide encoded in either strand. These antigen ically active regions may 
be derived from coat or envelope antigens or from core antigens, including, for example, polynucleotide binding pro- 
teins, polynucleotide polymerase(s), and other viral proteins required for the replication and/or assembly of the virus 
particle. Fragments encoding the desired polypeptides are derived from the cDNA clones using conventional restriction 
digestion or by synthetic methods, and are iigated into vectors which may, for example, contain portions of fusion 

^ sequences such as beta-Galactosidase or superoxide dismutase (SOD), preferably SOD. Methods and vectors which 
are useful for the production of polypeptides whbh contain fusion sequences of SOD are described in European Patent 
Office Publication number 0196056, published October 1, 1986. Vectors encoding fusion polypeptides of SOD and 
HCV polypeptides, i.e., N ANBg.^.^ , NANg^ , and CI 00*3, which is encoded in a composite of HCV cDNAs, are described 
in Sections IV.B.1, IV.B.2, and IV.B.4, respectively. Any desired portion of the HCV cDNA containing an open reading 

^ frame, in either sense strand, can be obtained as a recombinant polypeptide, such as a mature or fusion protein; 
altematively, a polypeptide encoded in the cDNA can be provided by chemical synthesis. 

[0141] The DNA encoding the desired polypeptide, whether in fused or mature fonn, and whether or not containing 
a signal sequence to pemnrt secretion, may be Iigated Into expression vectors suitable for any convenient host. Both 
eukaryotic and prokaryotic host systems are presently used In forming recombinant polypeptides, and a summary of 
some of the more common control systems and host cell lines is given in Section lll.A., infra. The polypeptide is then 
isolated from lysed cells or from the culture medium and purified to the extent needed for its intended use. Purification 
may be by techniques known in the art, for example, salt fractionation, chromatography on ion exchange resins, affinity 
chromatography, centrifugation, and the like. See, for example, Methods in Enzymology for a variety of methods for 
purifying proteins. Such polypeptides can be used as diagnostics, or those which give rise to neutralizing antibodies 
may be fomnulated Into vaccines. Antibodies raised against these polypeptides can also be used as diagnostics, or for 
passive Immunotherapy. In addition, as discussed in Section II. J. herein below, antibodies to these polypeptides are 
useful for Isolating and identifying HCV particles. 

[0142] The HCV antigens may also be isolated from HCV virions. The virions may be grown in HCV infected cells 
in tissue culture, or in an infected host 

50 

II.C. Preparation of Antigenic Polypeptides and Conjugation with Carrier 

[01 43] An antigenic region of a polypeptide is generally relatively small-typically 8 to 1 0 amino acids or less in length. 
Fragments of as few as 5 amino acids may characterize an antigenic region. These segments may correspond to 
regions of HCV antigen. Accordingly, using the cDNAs of HCV as a basis, DNAs encoding short segments of HCV 
polypeptides can be expressed recombinantly either as fusion proteins, or as isolated polypeptides. In addition, short 
amino acid sequences can be conveniently obtained by chemical synthesis. In instances wherein the synthesized 
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polypeptide is correctly configured so as to provide the correct epitope, but is too small to be Immunogenic, the polypep- 
tide may be linked to a suitable carrier. 

[0144] A number of techniques for obtaining such linkage are known in the art, including the fonmation of disulfide 
linkages using N-succinimldyl-3-(2-pyridylthio)propionate (SPDP) and succinimidyl 4-(N-maleimjdomethyl)cyclohex- 

5 ane-1 -carboxylate (SMCC) obtained from Pierce Company, Rockford, Illinois, (if the peptide lacks a sulfhydryl group, 
this can be provided by addition of a cysteine residue.) These reagents create a disulfide linkage between themselves 
and peptide cysteine residues on one protein and an amide linkage through the epsilonamino on a lysine, or other free 
amino group in the other. A variety of such disulfide/amide-fomriing agents are known. See, for example, Immun. Rev. 
(1982) 62:185. Other bifunctional coupling agents form a thioether rather than a disulfide linkage. Many of these thio- 

10 ether-forming agents are commercially available and include reactive esters of 6-maleimidocaproic acid, 2-bromoacetlc 
acid, 2-iodoacetlc acid, 4-(N-maleimidomethyl)cyclohexane-1-carboxylic acid, and the like. The carboxyl groups can 
be activated by combining them with succlnimide or 1 -hydroxyl-2-nitro-4-sulfonic acid, sodium salt. The foregoing list 
is not meant to be exhaustive, and modifications of the named compounds can clearly be used. 
[01 45] Any carrier may be used which does not itself induce the production of antibodies harmful to the host. Suitable 

15 carriers are typically large, slowly metabolized macromolecules such as proteins; polysaccharides, such as latex func- 
tionalized sepharose, agarose, cellulose, cellulose beads and the like; polymeric amino acids, such as potyglutamk: 
acid, polylysine, and the like; amino acid copolymers; and inactive virus particles, see, for example, section II.D. Es- 
pecially useful protein substrates are serum albumins, keyhole limpet hemocyanin, immunoglobulin molecules, thy- 
roglobulin, ovalbumin, tetanus toxoid, and other proteins well known to those skilled in the art. 

20 

II.D. Preparation of Hybrid Particle Immunogens Containing HCV Epitopes 

[01 46] The immunogenicity of the epitopes of HCV may also be enhanced by preparing them in mammalian or yeast 
systems fused with or assembled with particle-f omrilng proteins such as, for example, that associated with hepatitis B 
25 surface antigen. Constructs wherein the NANBV epitope is linked directly to the particle-forming protein coding se- 
quences produce hybrids which are immunogenic with respect to the HCV epitope. In addition, all of the vectors pre- 
pared include epitopes specific to HBV, having various degrees of immunogenicity, such as, for example, the pre-S 
peptide. Thus, particles constructed from particle fomiing protein which include HCV sequences are immunogenic with 
respect to HCV and HBV. 

30 [01 47] Hepatitis surface antigen (HBSAg) has been shown to be fomned and assembled Into particles in S.cerevisiae 
(Valenzuela et al. (1982)), as well as in, for example, mammalian cells (Valenzuela, P., et al. (1984)). The fonnation of 
such particles has been shown to enhance the immunogenicity of the monomer subunit. The constructs may also 
include the immunodominant epitope of HBSAg, comprising the 55 amino acids of the presurface (pre-S) region. 
Neurath et at. (1984). Constructs of the pre-S-HBSAg particle expressible In yeast are disclosed in EPO 174,444, 

35 published March 19, 1986; hybrids including heterologous viral sequences foryeast expression are disclosed in EPO 
175,261 , published March 26, 1966. Both applications are assigned to the herein assignee, and are incorporated herein 
by reference. These constructs may also be expressed in mammalian cells such as Chinese hamster ovary (CHO) 
cells using an SV40-dihydrofolate reductase vector (Michelle et al. (1984)). 

[0148] In addition, portions of the particle-fomning protein coding sequence may be replaced with codons encoding 
40 an HCV epitope. In this replacement, regions which are not required to mediate the aggregation of the units to fomri 
immunogenic particles in yeast or mammals can be deleted, thus eliminating additional HBV antigente sites from com- 
petition with the HCV epitope. 

II. E. Preparation of Vaccines 

45 

[0149] Vaccines may be prepared from one or more immunogenic polypeptides derived from HCV cDNA as well as 
from the cDN A sequences in the Figs. 1 -32, or from the HCV genome to which they correspond. The observed homology 
between HCV and Flaviviruses provides information concerning the polypeptides whbh are likely to be most effective 
as vaccines, as well as the regions of the genome In which they are encoded. The general structure of the Flavivirus 

50 genome is discussed in Rice et al (1986). The flavivirus genomic RNA is believed to be the only virus-specific mRNA 
species, and it Is translated into the three viral structural proteins, i.e., C, M, and E, as well as two large nonstructural 
proteins, NV4 and NV5, and a complex set of smaller nonstructural proteins. It is known that major neutralizing epitopes 
for Flaviviruses reside in the E (envelope) protein (Roehrig (1986)). The corresponding HCV E gene and polypeptide 
encoding region can be predicted, based upon the homology to Flaviviruses. Thus, vaccines may be comprised of 

55 recombinant polypeptides containing epitopes of HCV E. These polypeptides may be expressed in bacteria, yeast, or 
mammalian cells, or alternatively may be isolated from viral preparations. It is also anticipated that the other structural 
proteins may also contain epitopes which give rise to protective anti-HCV antibodies. Thus, polypeptides containing 
the epitopes of E, C, and M may also be used, whether singly or in combination, in HCV vaccines. 
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[0150] In addition to the above, it has been shown that immunization with NS1 (nonstructural protein 1), results in 
protection against yellow fever (Schlesinger et a! (1 986)). This is true even though the immunization does not give rise 
to neutralizing antibodies. Thus, particularly since this protein appears to be highly conserved among Flavivimses, it 
is likely that HCV NS1 will also be protective against HCV infection. Moreover, it also shows that nonstructural proteins 

5 may provide protection against viral pathogenicity, even if they do not cause the production of neutralizing antibodies. 
[01 51 ] In view of the above, multivalent vaccines against HCV may be comprised of one or more structural proteins, 
and/or one or more nonstructural proteins. These vaccines may be comprised of, for example, recombinant HCV 
polypeptides and/or polypeptides isolated from the virions, in addition, it may be possible to use inactivated HCV in 
vaccines; inactivation may be by the preparation of viral tysates, or by other means known in the art to cause inactivation 

10 of Flaviviruses, for example, treatment with organic solvents or detergents, or treatment with fomiafin. Moreover vac- 
cines may also be prepared from attenuated HCV strains. The preparation of attenuated HCV strains is described infra. 
[0152] It is known that some of the proteins in Flaviviruses contain highly conserved regions, thus, some immuno- 
logical cross-reactivity is expected between HCV and other Flaviviruses. It is possible that shared epitopes between 
the Flaviviruses and HCV will give rise to protective antibodies against one or more of the disorders caused by these 

15 pathogenic agents. Thus, It may be possible to design multipurpose vaccines based upon this knowledge. 

[0153] The preparation of vaccines which contain an immunogenic polypeptide(s) as active ingredients, Is known to 
one skilled in the art. Typically, such vaccines are prepared as injectables, either as liquid solutions or suspensions; 
solid fonns suitable for solution in, or suspension in, liquid prior to injection may also be prepared. The preparation 
may also be emulsified, or the protein encapsulated in liposomes. The active immunogenic ingredients are often mixed 

20 with excipients which are phamnaceutically acceptable and compatible with the active ingredient. Suitable excipients 
are, for example, water, saline, dextrose, glycerol, ethanol, or the like and combinations thereof. In addition, if desired, 
the vaccine may contain minor amounts of auxiliary substances such as wetting or emulsifying agents, pH buffering 
agents, and/or adjuvants which enhance the effectiveness of the vaccine. Examples of adjuvants which may be effective 
include but are not limited to: aluminum hydroxide, N-acetyl-muramyl-L-threonyl-D-isoglutamine (thr-MDP), N-acetyl- 

25 nomriuramyl-L-alanyl-D-isoglutamine (CGP 11 637, referred to as nor-MDP), N-acetylmuramyl-L-alanyl-D-isoglut ami- 
nyl-L-alanine-2-(1'-2'-dipaImitoyl-sng!ycero-3-hydroxyphosphoryloxy)-ethylamine (CGP 19835A, referred to as MTP- 
PE), and RIBI, which contains three components extracted from bacteria, monophosphoryl lipid A, trehalose dimycolate 
and cell wall skeleton (MPL+TDM+CWS) in a 2% squalene/Tween 80 emulsion. The effectiveness of an adjuvant may 
be detemrtlned by measuring the amount of antibodies directed against an immunogenic polypeptide containing an 

30 HCV antigenic sequence resulting from administration of this polypeptide in vaccines which are also comprised of the 
various adjuvants. 

[0154] The vaccines are conventionally administered parenterally, by injection, for example, either subcutaneously 
or intramuscularly. Additional fomnulations which are suitable for other modes of administration include suppositories 
and, in some cases, oral formulations. For suppositories, traditional binders and carriers may include, for example, 

35 polyatkytene glycols or triglycerides; such suppositories may be fomned from mixtures containing the active ingredient 
in the range of 0.5% to 10%, preferably 1%-2%. Oral formulations include such nomrially employed excipients as, for 
example, phannaceutical grades of mannitol, lactose, starch, magnesium stearate, sodium saccharine, cellulose, mag- 
nesium carbonate, and the like. These compositions take the fonn of solutions, suspensions, tablets, pills, capsules, 
sustained release formulations or powders and contain 10%-95% of active ingredient, preferably 25%-70%. 

40 [0155] The proteins may be fomiulated into the vaccine as neutral or salt fomns. Phamnaceutically acceptable salts 
include the acid addition salts (formed with free amino groups of the peptide) and which are fomned with inorganic 
acids such as, for example, hydrochloric or phosphoric acids, or such organic acids such as acetic, oxalic, tartaric, 
mateic, and the like. Salts formed with the free carboxyl groups may also be derived from inorganic bases such as, for 
example, sodium, potassium, ammonium, calcium, or ferric hydroxides, and such organic bases as Isopropylamine, 

45 trimethylamine, 2-ethylamino ethanol, histidine, procaine, and the like. 

II. F. Dosage and Administration of Vaccines 

[0156] The vaccines are administered In a manner compatible with the dosage formulation, and in such amount as 
50 will be prophylactically and/or therapeutically effective. The quantity to be administered, which is generally In the range 
of 5 micrograms to 250 micrograms of antigen per dose, depends on the subject to be treated, capacity of the subject's 
immune system to synthesize antibodies, and the degree of protection desired. Precise amounts of active ingredient 
required to be administered may depend on the judgment of the practitioner and may be peculiar to each subject. 
[0157] The vaccine may be given in a single dose schedule, or preferably in a multiple dose schedule. A multiple 
55 dose schedule Is one in which a primary course of vaccination may be with 1-10 separate doses, followed by other 
doses given at subsequent time intervals required to maintain and or reenforce the immune response, for example, at 
1-4 months for a second dose, and if needed, a subsequent dose(s) after several months. The dosage regimen will 
also, at least in part, be determined by the need of the individual and be dependent upon the judgment of the practitioner. 
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[0158] In addition, the vaccine containing the imnnunogenic l-iCV antigen(s) may be administered in conjunction with 
other immunoregulatory agents, for example, immune globulins. 

II.G. Preparation of Antibodies Against HCV Epitopes 

5 

[01 59] The immunogenic polypeptides prepared as described above are used to produce antibodies, both polyclonal 
and monoclonal. If polyclonal antibodies are desired, a selected mammai (e.g.. mouse, rabbit, goat, horse, etc.) is 
immunized with an immunogenic polypeptide bearing an HCV epitope(s) . Serum from the immunized animal is collected 
and treated according to known procedures. If serum containing polyclonal antibodies to an HCV epitope contains 

10 antibodies to other antigens, the polyclonal antibodies can be purified by immunoaffinity chromatography. Techniques 
for producing and processing polyclonal antisera are known in the art, see for example, Mayer and Walker (1987). 
[0160] Alternatively, polyclonal antibodies may be isolated from a mammai whbh has been previously infected with 
HCV. An example of a method for purifying antibodies to HCV epitopes from serum from an infected individual, based 
upon affinity chromatography and utilizing a fusion polypeptide of SOD and a polypeptide encoded within cDNA clone 

15 5-1-1 , is presented in Section V.E. 

[0161] Monoclonal antibodies directed against HCV epitopes can also be readily produced by one skilled in the art. 
The general methodology for making monoclonal antibodies by hybridomas is well known. Immortal antibody-producing 
cell lines can be created by cell fusion, and also by other techniques such as direct transformation of B lymphocytes 
with oncogenic DNA, or transfection with Epstein-Barr virus. See, e.g., M. Schreier et al. (1980); Hammerling et al. 

20 (1981): Kennett et al, (1980); see also. U.S. Patent Nos. 4,341,761; 4,399,121; 4,427.783; 4,444,887; 4,466,917; 
4,472,500; 4,491.632; and 4,493.890. Panels of monoclonal antibodies produced against HCV epitopes can be 
screened for various properties; i.e., for isotype, epitope affinity, etc. 

[0162] Antibodies, both monoclonal and polyclonal, which are directed against HCV epitopes are particularly useful 
in diagnosis, and those which are neutralizing are useful in passive immunotherapy. Monoclonal antibodies, in partic- 

25 ular, may be used to raise anti-idiotype antibodies. 

[0163] Anti-idiotype antibodies are immunoglobulins which cany an "internal Image" of the antigen of the infectious 
agent against which protection is desired. See, for example, Nisonoff, A., et al. (1981) and Dreesman et al. (1985). 
[0164] Techniques for raising anti idiotype antibodies are known in the art. See, for example, Grzych (1985), Mac- 
Namara et al. (1984), and Uytdehaag et al. (1985). These anti-idiotype antibodies may also be useful for treatment of 

30 NANBH, as well as for an elucidation of the immunogenic regions of HCV antigens. 

II. H. Diagnostic Oligonucleotide Probes and Kits 

[0165] Using the disclosed portions of the isolated HCV cDNAs as a basis, including those in Figs. 1 -32, oligomers 

35 of approximately 8. nucleotides or more can be prepared, either by excision or synthetically, which hybridize with the 
HCV genome and are useful in identification of the viral agent(s), further characterization of the viral genome(s), as 
well as in detection of the virus(es) in diseased individuals. The probes for HCV polynucleotides (natural or derived) 
are a length which allows the detection of unique viral sequences by hybridization. While 6-8 nucleotides may be a 
woritable length, sequences of 1 0-12 nucleotides are pretended, and about 20 nucleotides appears optimal. Preferably, 

40 these sequences will derive from regions whfch lack heterogeneity. These probes can be prepared using routine meth- 
ods, including automated oligonucleotide synthetic methods. Among useful probes, for example, are the clone 5-1-1 
and the additional clones disclosed herein, as well as the various oligomers useful in probing cDNA libraries, set forth 
below. A complement to any unique portion of the HCV genome will be satisfactory. For use as probes, complete 
complementarity is desirable, though it may be unnecessary as the length of the fragment is increased. 

45 [0166] For use of such probes as diagnostics, the biological sample to be analyzed, such as blood or serum, is 
treated, if desired, to extract the nucleic acids contained therein. The resulting nucleic acid from the sample may be 
subjected to gel electrophoresis or other size separation techniques; alternatively, the nucleic acid sample may be dot 
blotted without size separation. The probes are then labeled. Suitable labels, and methods for labeling probes are 
known in the art, and Include, for example, radioactive labels incorporated by nick translation or kinasing, biotin, fluo- 

50 rescent probes, and chemiluminescent probes. The nucleic acids extracted from the sample are then treated with the 
labeled probe under hybridization conditions of suitable stringencies. 

[01 67] The probes can be made completely complementary to the HCV genome. Therefore, usually high stringency 
conditions are desirable in order to prevent false positives. However, conditions of high stringency should only be used 
if the probes are complementary to regions of the viral genome which lack heterogeneity. The stringency of hybridization 
55 is detennined by a number of factors during hybridization and during the washing procedure, including temperature, 
ionk: strength, length of time, and concentration of fomiamide. These factors are outlined in, for example, Maniatis. T. 
(1982). 

[0168] Generally, it is expected that the HCV genome sequences will be present in serum of infected Individuals at 
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relatively low levels, i.e., at approximately 10^-10^ sequences per ml. This level may require that amplification tech- 
niques be used in hybridization assays. Such techniques are known in the art. For example, the Enzo Biochemical 
Corporation "Bio-Bridge" system uses temiinal deoxy nucleotide transferase to add unmodified 3'-poly-dT-tails to a 
DNA probe. The poly dT-tailed probe is hybridized to the target nucleotide sequence, and then to a blotin-modified 

5 poly- A. PCT application 84/03520 and EPA1 24221 describe a DNA hybridization assay in which: (1 ) analyte is annealed 
to a single-stranded DNA probe that is complementary to an enzyme-labeled oligonucleotide; and (2) the resulting 
tailed duplex is hybridized to an enzyme-labeled oligonucleotide. EPA 20451 0 describes a DNA hybridization assay 
in which analyte DNA is contacted with a probe that has a tail, such as a poly-dT tail, an amplifier strand that has a 
sequence that hybridizes to the tail of the probe, such as a poly-A sequence, and which is capable of binding a plurality 

10 of labeled strands. A particularly desirable technique may first involve amplification of the target HCV sequences in 
sera approximately 10,000 fold, i.e., to approximately 10^ sequences/ml. This may be accomplished, for example, by 
the technique of Satki et al. (1986). The amplified sequence(s) may then be detected using a hybridization assay. A 
suitable solution phase sandwich assay which may be used with labeled polynucleotide probes, and the methods for 
the preparation of probes is described in EPO 225,807, published June 16, 1987, which is assigned to the herein 

IS assignee, and which is hereby incorporated herein by reference. 

[01 69] The probes can be packaged into diagnostk: kits. Diagnostic kits include the probe DNA, which may be labeled; 
attemativety, the probe DNA may be unlabeled and the ingredients for labeling may be included in the kit. The kit may 
also contain other suitably packaged reagents and materials needed for the particular hybridization protocol, for ex- 
ample, standards, as well as instructions for conducting the test. 

20 

ll-l. Immunoassay and Diagnostic Kits 

[0170] Both the polypeptides which react immunologically with serum containing HCV antibodies, for example, those 
derived from or encoded within the clones described in Section IV.A., and composites thereof, (see section IV.A.) and 

25 the antibodies raised against the HCV specific epitopes in these polypeptides, see for example Section iV. E, are useful 
in immunoassays to detect presence of HCV antibodies, or the presence of the virus and/or viral antigens, in biological 
samples, including for example, blood or serum samples. Design of the immunoassays is subject to a great deal of 
variation, and a variety of these are known in the art. For example, the immunoassay may utilize one viral antigen, for 
example, a polypeptide derived from any of the clones containing HCV cDNA described in Section IV.A., or from the 

30 composite cDNAs derived from the cDNAs in these clones, or from the HCV genome from which the cDNA in these 
clones is derived; alternatively, the immunoassay may use a combination of viral antigens derived from these sources. 
It may use, for example, a monoclonal antibody directed towards a viral epitope(s), a combination of monoclonal an- 
tibodies directed towards one viral antigen, monoclonal antibodies directed towards different viral antigens, polyclonal 
antibodies directed towards the same viral antigen, or polyclonal antibodies directed towards different viral antigens. 

35 Protocols may be based, for example, upon competition, or direct reaction, or sandwich type assays. Protocols may 
also, for example, use solid supports, or may be by immunoprecipitation. Most assays involve the use of labeled an- 
tibody or polypeptide; the labels may be, for example, fluorescent, chemiluminescent, radioactive, or dye molecules. 
Assays which amplify the signals from the probe are also known; examples of which are assays which utilize blotin 
and avidin, and enzyme-labeled and mediated immunoassays, such as ELISA assays. 

40 [0171] The Flavivirus model for HCV allows predictions regarding the likely location of diagnostic epitopes for the 
virion stmctural proteins. The C, pre-M, M, and E domains are all likely to contain epitopes of significant potential for . 
detecting viral antigens, and particularly for diagnosis. Similarly, domains of the nonstructural proteins are expected 
to contain important diagnostic epitopes (e.g., NS5 encoding a putative polymerase; and NS1 encoding a putative 
complement-binding antigen). Recombinant polypeptides, or viral polypeptides, which include epitopes from these 

45 specific domains may be useful for the detection of viral antibodies in infections blood donors and infected patients. 
[0172] In addition, antibodies directed against the E and/or M proteins can be used in immunoassays for the detection 
of viral antigens in patients with HCV caused NANBH, and in infectious blood donors. Moreover, these antibodies will 
be extremely useful in detecting acute-phas6 donors and patients. 

[0173] Kits suitable for immunodiagnosis and containing the appropriate labeled reagents are constructed by pack- 
50 aging the appropriate materials, including the polypeptides of the invention containing HCV epitopes or antibodies 
directed against HCV epitopes in suitable containers, along with the remaining reagents and materials required for the 
conduct of the assay, as well as a suitable set of assay instructions. 

ll.J. Further Characterization of the HCV Genome, Virions, and Viral Antigens Using Probes Derived From cDNA to 
55 the Viral Genome 

[0174] The HCV cDNA sequence infomnation in the clones described in Section IV.A., as shown in Figs. 1 -32, inclu- 
sive, may be used to gain further lnfomrtatlon on the sequence of the HCV genome, and for identification and isolation 
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of the HCV agent, and thus will aid in its characterization including the nature of the genome, the structure of the viral 
particle, and the nature of the antigens of which rt Is composed. This infonnation, in tum, can lead to additional poly- 
nucleotide probes, polypeptides derived from the HCV genome, and antibodies directed against HCV epitopes which 
would be useful for the diagnosis and/or treatment of HCV caused NANBH. 

5 [0175] The cDNA sequence information in the above-mentioned clones is useful for the design of probes for the 
isolation of additional cDNA sequences which are derived from as yet undefined regions of the HCV genome(s) from 
which the cDNAs in clones described in Section IV. A. are derived. For example, labeled probes containing a sequence 
of approximately 8 or more nucleotides, and preferably 20 or more nucleotides, which are derived from regions close 
to the 5'-tennini or 3'-tennini of the family of HCV cDNA sequences shown in Figs. 1 , 3, 6, 9, 14 and 32 may be used 

10 to isolate overlapping cDNA sequences from HCV cDNA libraries. These sequences which overlap the cDNAs in the 
above-mentioned clones, but which also contain sequences derived from regions of the genome from which the cDNA 
in the above mentioned clones are not derived, may then be used to synthesize probes for Identification of other 
overlapping fragments which do not necessarily overlap the cDNAs in the clones described in Section IV.A. Unless the 
HCV genome is segmented and the segments lack common sequences, it is possible to sequence the entire viral 

15 genome(s) utilizing the technique of isolation of overlapping cDNAs derived from the viral genome(s). Although it is 
unlikely, if the genome is a segmented genome which lacks common sequences, the sequence of the genome can be 
determined by serologically screening Iambda-gt11 HCV cDNA libraries, as used to isolate clone 5-1-1 , sequencing 
cDNA isolates, and using the isolated cDNAs to isolate overlapping fragments, using the technique described for the 
isolation and sequencing of the clones described in Section IV.A. Alternatively, characterization of the genomic seg- 

20 ments could be from the viral genome(s) isolated from purified HCV particles. Methods for purifying HCV particles and 
for detecting them during the purification procedure are described herein, infra. Procedures for isolating polynucleotide 
genomes from viral particles are, known in the art, and one procedure which may be used is shown in Example IV.A. 
1 . The Isolated genomic segments could then be cloned and sequenced. Thus, with the infonnation provided herein, 
it is possible to clone and sequence the HCV genome(s) irrespective of their nature. 

25 [0176] Methods for constructing cDNA libraries are known in the art, and are discussed supra and Infra; a method 
for the construction of HCV cDNA libraries In lambda-gtll is discussed infra In Section IV.A. However, cDNA libraries 
which are useful for screening with nucleic acid probes may also be constructed In other vectors known In the art, for 
example, lambda-gtl 0 (Huynh et al. (1 985)). The HCV derived cDNA detected by the probes derived from the cDNAs 
in Figs. 1 -32, and from the probes synthesized from polynucleotides derived from these cDNAs, may be isolated from 

30 the clone by digestion of the isolated polynucleotide with the appropriate restriction enzyme(s), and sequenced. See, 
for example, Section IV.A.3. and I VA.4. for the techniques used for the Isolation and sequencing of HCV cDNA which 
overiaps HCV cDNA In clone 5-1 -1 , Sections IVA,5-IV. A.7 for the isolation and sequencing of HCV cDNA which over- 
laps that In clone 81 , and Section I VA.8 and I V.A.9 for the isolation and sequencing of a clone which overiaps another 
clone (clone 36), which overlaps clone 81. 

35 [0177] The sequence infonnation derived from these overiapping HCV cDNAs is useful for determining areas of 
homology and heterogeneity within the viral genome(s), which could Indicate the presence of different strains of the 
genome, and/or of populations of defective particles. It is also useful for the design of hybridization probes to detect 
HCV or HCV antigens or HCV nucleic acids in biological samples, and during the isolation of HCV (discussed infra), 
utilizing the techniques described In Section II.G. Moreover, the overiapping cDNAs may be used to create expression 

40 vectors for polypeptides derived from the HCV genome(s) which also encode the polypeptides encoded in clones 5-1 -1 , 
36, 81 , 91 , and 1 -2, and In the other clones described in Section IV.A. The techniques for the creation of these polypep- 
tides containing HCV epitopes, and for antibodies directed against HCV epitopes contained within them, as well as 
their uses, are analogous to those described for polypeptides derived from NANBV cDNA sequences contained within 
clones 5-1-1 , 32, 35, 36, 1-2, 81, and 91 , discussed supra and infra. 

45 [01 78] Encoded within the family of cDNA sequences contained within clones 5-1 -1 , 32, 35, 36, 81,91,1-2, and the 
other clones described In Section IV.A. are antlgen(s) containing epitopes which appear to be unique to HCV; I.e., 
antibodies directed against these antigens are absent from individuals infected with HAV or HBV, and from individuals 
not infected with HCV (see the serological data presented in Section IV.B.). Moreover, a comparison of the sequence 
infonnation of these cDNAs with the sequences of HAV, HBV, HDV, and with the genomic sequences in Genebank 

50 indicates that minimal homology exists between these cDNAs and the polynucleotide sequences of those sources. 
Thus, antibodies directed against the antigens encoded within the cDNAs of these clones may be used to identify BB- 
NANBV particles isolated from infected individuals. In addition, they are also useful for the isolation of NANBH agent(s). 
[0179] HCV particles may be isolated from the sera from BB-NANBV infected individuals or from cell cultures by any 
of the methods known in the art, Including for example, techniques based on size discrimination such as sedimentation 

55 or exclusion methods, or techniques based on density such as ultracentrlfugatlon In density gradients, or precipitation 
with agents such as polyethylene glycol, or chromatography on a variety of materials such as anionic or cationic ex- 
change materials, and materials which bind due to hydrophobicity, as well as affinity columns. During the isolation 
procedure the presence of HCV may be detected by hybridization analysis of the extracted genome, using probes 
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derived from the HCV cDNAs described supra, or by immunoassay (see Section 1 1. 1.) utilizing as probes antibodies 
directed against HCV antigens encoded witlnin the family of cDNA sequences shown in Figs. 1-32, and also directed 
against HCV antigens encoded within the overlapping HCV cDNA sequences discussed supra. The antibodies may 
be monoclonal, or polyclonal, and it may be desirable to purify the antibodies before their use in the immunoassay. A 

5 purification procedure for polyclonal antibodies directed against antigen(s) encoded within clone 5-1-1 is described in 
Section IV.E; analogous purification procedures may be utilized for antibodies directed against other HCV antigens. 
[0180] Antibodies directed against HCV antigens encoded within the family of cDNAs shown in Figs. 1 -32. as well 
as those encoded within overlapping HCV cDNAs, which are affixed to solid supports are useful for the isolation of 
HCV by immunoaffinity chromatography. Techniques for immunoaffinlty chromatography are known in the art, including 

10 techniques for affixing antibodies to solid supports so that they retain their immunoselective activity; the techniques 
may be those in which the antibodies are adsorbed to the support (see, for example. Kurstak in ENZYME IMM UNO- 
DIAGNOSIS, page 31 -37), as well as those in which the antibodies are covalently linked to the support. Generally, the 
techniques are similar to those used for covalent linking of antigens to a solid support, which are generally described 
in Section I I.C.; however, spacer groups may be included in the bit unctional coupling agents so that the antigen binding 

15 site of the antibody remains accessible. 

[0181] During the purification procedure the presence of HCV may be detected and/or verified by nucleic acid hy- 
bridization, utilizing as probes polynucleotides derived from the family of HCV cDNA sequences shown in Figs. 1-32, 
as well as from overlapping HCV cDNA sequences, described supra. In this case, the fractions are treated under 
conditions which would cause the disruption of viral particles, for example, with detergents in the presence of chelating 

20 agents, and the presence of viral nucleic acid determined by hybridization techniques described in Section II.H. Further 
confirmation that the isolated particles are the agents which induce HCV may be obtained by infecting chimpanzees 
with the isolated vims partfcles, followed by a determination of whether the symptoms of NANBH result from the infec- 
tion. 

[01 82] Viral particles from the purified preparations may then be further characterized. The genomic nucleic acid has 
25 been purified. Based upon its sensitivity to RNase, and not DNase 1, it appears that the virus is composed of an RNA 
genome. See Example IV.C.2., infra. The strandedness and circularity or non-circularity can determined by techniques 
known in the art, including, for example, its visualization by electron microscopy, its migration in density gradients, and 
its sedimentation characteristics. Based upon the hybridization of the captured HCV genome to the negative strands 
of HCV cDNAs, it appears that HCV may be comprised of a positive stranded RNA genome (see Section IV.H.1). 
30 Techniques such as these are described in, for example, METHODS IN ENZYMOLOGY. In addition, the purified nucleic 
acid can be cloned and sequenced by known techniques, including reverse transcription since the genomic material 
is RNA. See, for example, Maniatis (1 982), and Glover (1 985). Utilizing the nucleic acid derived from the viral particles, 
it is possible to sequence the entire genome, whether or not it is segmented. 

[0183] Examination of the homology of the polypeptide encoded within the continuous ORF of combined clones 1 4i 
35 through 39c (see Fig. 26), shows that the HCV polypeptide contains regions of homology with the con^esponding pro- 
teins in conserved regions of flaviviruses. An example of this is described in Section IV.H.3. This finding has many 
important ramifications. First, this evidence, In conjunction with the results which show that HCV contains a positive- 
stranded genome, the size of which is approximately 10,000 nucleotides, is consistent with the suggestion that HCV 
is a flavivirus, or f lavl-like virus. Generally, flavivirus virions and their genomes have a relatively consistent structure 
40 and organization, which are known. See Rice et al. (1986), and Brinton, M.A. (1988). Thus, the stmctural genes en- 
coding the polypeptides C, pre-M/M, and E may be located in the 5'-tenninus of the genome upstream of clone 141. 
Moreover, using the comparison with other flaviviruses, predictions as to the precise location of the sequences encoding 
these proteins can be made. 

[0184] Isolation of the sequences upstream of those in clone 141 may be accomplished in a number of ways which, 
45 given the information herein, would be obvious to one of skill in the art. For example, the genome "walking" technique, 
may be used to isolate other sequences which are 5' to those in clone 141, but which overlap that clone; this in turn 
leads to the isolation of additional sequences. This technique has been amply demonstrated infra, in Section IV.A.. For 
example, also, it is known that the flaviviruses have conserved epitopes and regions of conserved nucleic acid se- 
quences. Polynucleotides containing the conserved sequences may be used as probes which bind the HCV genome, 
50 thus allowing its isolation. In addition, these conserved sequences, in conjunction with those derived from the HCV 
cDNAs shown in Fig. 22, may be used to design primers for use in systems which amplify the genome sequences 
upstream of those in clone 141, using polymerase chain reaction technology. An example of this is described infra. 
[0185] The structure of the HCV may also be detemnined and its components isolated. The morphology and size 
may be detemnined by, for example, electron microscopy. The identification and localization of specific viral polypeptide 
55 antigens such as coat or envelope antigens, or internal antigens, such as nucleic acid binding proteins, core antigens, 
and polynucleotide poiymerase(s) may also be detemriined by, for example, determining whether the antigens are 
present as major or minor viral components, as well as by utilizing antibodies directed against the specific antigens 
encoded within isolated cDNAs as probes. This infomfiatlon is useful In the design of vaccines; for example, it may be 
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preferable to include an exterior antigen in a vaccine preparation. Multivalent vaccines may be comprised of, for ex- 
ample, a polypeptide derived from the genome encoding a structural protein, for example, E, as well as a polypeptide 
from another portion of the genome, for example, a nonstructural or structural polypeptide. 

5 U.K. Cell Culture Systems and Animal Model Systems for HCV Replication 

[0186] The suggestion that HCV is a flavlvirus or flavi-like virus also provides infomnation on methods for growing 
HCV. The term 1 lavi-like" means that the virus shows a significant amount of homology to the known conserved regions 
of fiaviviruses and that the majority of the genome is a single ORF. Methods for culturing flaviviruses are known to 

10 those of skill in the art (See, for example, the reviews by Brinton (1 986) and Stellar, V. (1 980)). Generally, suitable cells 
or ceil lines for culturing HCV may include those known to support Fiavivirus replication, for example, the following: 
monkey kidney cell lines (e.g. MKg, VERO); porcine kidney cell lines (e.g. PS); baby hamster kidney cell lines (e.g. 
BHK); murine macrophage cell lines (e.g., P388D1 , MK1 . Mm1); human macrophage cell lines (e.g., U-937); human 
peripheral blood leukocytes; human adherent monocytes; hepatocytes or hepatocyte cell lines (e.g., HUH7 , HEPG2); 

15 embryos or embryonic cells (e.g., chick embryo fibroblasts); or cell lines derived from invertebrates, preferably from 
insects (e.g. drosophila cell lines), or more preferably from arthropods, for example, mosquito cell tines (e.g., A. Al- 
bopictus, Aedes aegypti, Cutex tritaentorhynchus) or tick cell lines (e.g. RML-14 Oemnacentor parumapertus). 
[01 87] It is possible that primary hepatocytes can be cultured, and then infected with HCV; or alternatively, the hepa- 
tocyte cultures could be derived from the livers of infected individuals (e.g., humans or chimpanzees). The latter case 

20 is an example of a cell which is infected in vivo being passaged in vitro . In addition, various immortalization methods 
can be used to obtain call-lines derived from hepatocyte cultures. For example, primary liver cultures (before and after 
enrichment of the hepatocyte population) may be fused to a variety of cells to maintain stability. For example, also, 
cultures may be infected with transforming viruses, or transfected with transforming genes in order to create pennanent 
or semipemnanent cell lines. In addition, for example, ceils in liver cultures may be fused to established cell lines (e. 

25 g., HepG2 ). Methods for cell fusion are known in the art, and include, for example, the use of fusion agents such as 
polyethylene glycol, Sendai Virus, and Epstein-Ban^ virus. 

[0188] As discussed above, HCV is a Fiavivirus or Flavi-like virus. Therefore, it is probable that HCV infection of cell 
lines may be accomplished by techniques known in the art for Infecting cells with Flaviviruses. These include, for 
example, incubating the calls with viral preparations under conditions which allow viral entry into the cell. In addition, 

30 It may be possible to obtain viral production by transf ecting the cells with isolated viral polynucleotides It is known that 
Togavirus and Fiavivirus, RNAs are infectious in a variety of vertebrate cell lines (Pfefferkorn and Shapiro (1974)); and 
in a mosquito cell line (Peleg (1 969)). Methods for transfecting tissue culture cells with RNA duplexes, positive stranded 
RNAs, and DMAs (including cDNAs) are known, in the art, and include, for example, techniques which use electropo- 
ration, and precipitation with DEAE-Dextran or calcium phosphate. An abundant source of HCV RNA can be obtained 

35 by performing in vitro transcription of an HCV cDNA corresponding to the complete genome. Transfection with this 
material, or with cloned HCV cDNA should result in viral replication and the in vitro propagation of the virus. 
[0189] In addition to cultured cells, animal model systems may be used for viral replication; animal systems in which 
flaviviruses are known to those of skill in the art (See, for example, the review by Monath (1 986)). Thus, HCV replication 
may occur not only in chimpanzees, but also in, for example, mamnosets and suckling mice. 

40 

ILL Screening for Anti-Viral Agents for HCV 

[01 90] The availability of cell culture and animal model systems for HCV also makes possible screening for anti-viral 
agents which inhibit HCV replication, and particularly for those agents which preferentially allow cell growth and mul- 
45 tipiication while inhibiting viral replication. These screening methods are known by those of skill in the art. Generally, 
the anti-viral agents are tested at a variety of concentrations, for their effect on preventing viral replication in cell culture 
systems which support viral replication, and then for an inhibition of infectlvity or of viral pathogenicity (and a low level 
of toxicity) In an animal model system. 

[0191] Methods and compositions for detecting HCV antigens and HCV polynucleotides are useful for screening of 
50 anti-viral agents in that they provide an alternative, and perhaps more sensitive means, for detecting the agent's effect 
on viral replication than the cell plaque assay or ID50 assay. For example, the HCV-polynucleotide probes described 
herein may be used to quantitate the amount of viral nucleic acid produced in a cell culture. This could be accomplished, 
for example, by hybridization or competition hybridization of the Infected cell nucleic acids with a labeled HCV-potynu- 
cleotlde probe. For example, also, anti-HCV antibodies may be used to Identify and quantitate HCV antigen(s) in the 
55 cell culture utilizing the immunoassays described herein. In addition, since it may be desirable to quantitate HCV an- 
tigens in the infected cell culture by a competition assay, the polypeptides encoded within the HCV cDNAs described 
herein are useful in these competition assays. Generally, a recombinant HCV polypeptide derived from the HCV cDNA 
would be labeled, and the inhibition of binding of this labeled polypeptide to an HCV polypeptide due to the antigen 
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produced in the cell culture system would be monitored. Moreover, these techniques are particularly useful in cases 
where the HCV may be able to replicate in a cell line without causing ceil death. 

II.M. Preparation of Attenuated Strains of HCV 

5 

[01 92] In addition to the above, utilizing the tissue culture systems and/or animal model systems, it may be possible 
to isolate attenuated strains of HCV. These strains would be suitable for vaccines, or for the isolation of viral antigens. 
Attenuated strains are isolatable after multiple passages in cell culture and/or an animal model. Detection of an atten- 
uated strain in an infected cell or individual is achievable by techniques known in the art, and could include, for example, 

10 the use of antibodies to one or more epitopes encoded in HCV as a probe or the use of a polynucleotide containing 
an HCV sequence of at least about 8 nucleotides as a probe. Alternatively, or in addition, an attenuated strain may be 
constructed utilizing the genomic infomiation of HCV provided herein, and utilizing recombinant techniques. Generally, 
one would attempt to delete a region of the genome encoding, for example, a polypeptide related to pathogenicity, but 
which allows viral replication. In addition, the genome construction would allow the expression of an epitope which 

15 gives rise to neutralizing antibodies for HCV. The altered genome could then be utilized to transfonn cells which allow 
HCV replication, and the cells grown under conditions to allow viral replication. Attenuated HCV strains are useful not 
only for vaccine purposes, but also as sources for the commercial production of viral antigens, since the processing 
of these vinjses would require less stringent protection measures for the employees involved in viral production and/ 
or the production of viral products. 

20 

Ml. General Methods 

[0193] The general techniques used in extracting the genome from a virus, preparing and probing a cDNA library, 
sequencing clones, constructing expression vectors, transfonning cells, perfomriing immunological assays such as 
25 radioimmunoassays and ELISA assays, for growing cells in culture, and the like are known in the art and laboratory 
manuals are available describing these techniques. However, as a general guide, the following sets forth some sources 
currently available for such procedures, and for materials useful in carrying them out. 

11) A. Hosts and Expression Control Sequences 

30 

[0194] Both prokaryotic and eukaryotic host cells may be used for expression of desired coding sequences when 
appropriate control sequences which are compatible with the designated host are used. Among prokaryotic hosts, E. 
coli is most frequently used. Expression control sequences for prokaryotes include promoters, optionally containing 
operator portions, and ribosome binding sites. Transfer vectors compatible with prokaryotic hosts are commonly derived 

35 from, for example, pBR322, a plasmid containing operons conferring amplctllin and tetracycline resistance, and the 
various pUC vectors, which also contain sequences confemng antibiotic resistance markers. These martcers may be 
used to obtain successful transfonnants by selection. Commonly used prokaryotic control sequences include the Beta- 
lactamase (penicillinase) and lactose promoter systems (Chang et al. (1977)), the tryptophan (trp) promoter system 
(Goeddel et al. (1 980)) and the lambda-derived Pl promoter and N gene ribosome binding site (Shimatake et al. (1 981 )) 

40 and the hybrid tac promoter (De Boer et al. (1983)) derived from sequences of the trg and lac UV5 promoters. The 
foregoing systems are particulariy compatible with E.coli; if desired, other prokaryotic hosts such as strains of Bacillus 
or Pseudomonas may be used, with con-esponding control sequences. 

[0195] Eukaryotic hosts include yeast and mammalian cells in culture systems. Saccharomyces cerevisiae and Sac- 
charomyces carlsbergensis are the most commonly used yeast hosts, and are convenient fungal hosts. Yeast com- 

45 patible vectors carry mariners which permit selection of successful transformants by confemng prototrophy to auxo- 
trophic mutants or resistance to heavy metals on wild-type strains. Yeast compatible vectors may employ the 2 micron 
origin of replication (Broach et al. (1 983)), the combination of CEN3 and ARS1 or other means for assuring replication, 
such as sequences which will result in incorporation of an appropriate fragment into the host cell genome. Control 
sequences for yeast vectors are known In the art and include promoters for the synthesis of glycolytic enzymes (Hess 

50 et al. (1968); Holland et al. (1978)), including the promoter for 3 phosphoglycerate kinase (Hitzeman (1980)). Termi- 
nators may also be included, such as those derived from the enolase gene (Holland (1 981 )). Particulariy useful control 
systems are those which comprise the glycera!dehyde-3 phosphate dehydrogenase (GAPDH) promoter or alcohol 
dehydrogenase (ADH) regulatable promoter, terminators also derived from GAPDH, and if secretion is desired, leader 
sequence from yeast alpha factor. In addition, the transcriptional regulatory region and the transcriptional initiation 

55 region which are operably linked may be such that they are not naturally associated in the wild-type organism. These 
systems are described in detail in EPO 120,551 . published October 3, 1 984; EPO 1 16,201 , published August 22, 1 984; 
and EPO 164,556, published December 18, 1985, all of which are assigned to the herein assignee, and are hereby 
incorporated herein by reference. 
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[0196] Mammalian celt lines available as hosts for expression are known in the art and include many immortalized 
cell lines available from the American Type Culture Collection (ATCC), Including HeLa cells, Chinese hamster ovary 
(OHO) cells, baby hamster kidney (BHK) cells, and a number of other cell lines. Suitable promoters for mammalian 
cells are also known in the art and include viral promoters such as that from Simian Virus 40 (SV40) (Fiers (1978)), 
5 Rous sarcoma virus (RSV), adenovirus (ADV), and bovine papilloma virus (BPV). Mammalian cells may also require 
terminator sequences and poly A addition sequences; enhancer sequences whk:h increase expression may also be 
included, and sequences which cause amplification of the gene may also be desirable. These sequences are known 
in the art. Vectors suitable for replication in mammalian cells may include viral replicons, or sequences which insure 
integration of the appropriate sequences encoding NANBV epitopes into the host genome. 

10 

III.B. Transfonnations 

[0197] Transfomiation may be by any known method for introducing polynucleotides into a host cell, including, for 
example packaging the polynucleotide in a virus and transducing a host cell with the virus, and by direct uptake of the 

IS polynucleotide. The transfomiation procedure used depends upon the host to be transformed. For example, transfor- 
mation of the E. coli host cells with Iambda-gt11 containing BB -NANBV sequences is discussed in the Example section, 
infra. Bacterial transfomiation by direct uptake generally employs treatment with calcium or rubidium chloride (Cohen 
(1972); Maniatis (1982)). Yeast transfomiation by direct uptake may be carried out using the method of Hinnen et al. 
(1978). Mammalian transformations by direct uptake may be conducted using the calcium phosphate precipitation 

20 method of Graham and Van der Eb (1 978), or the various known modifications thereof. 

lll.C. Vector Construction 

[0198] Vector construction employs techniques which are known in the art. Site-specific DNA cleavage is perfomned 
25 by treating with suitable restriction enzymes under conditions which generally are specified by the manufacturer of 
these commercially available enzymes. In general, about 1 microgram of plasmid or DNA sequence is cleaved by 1 
unit of enzyme in about 20 microliters buffer solution by incubation of 1 -2 hr at 37** C. After incubation with the restriction 
enzyme, protein is removed by phenol/chlorofonn extraction and the DNA recovered by precipitation with ethanol. The 
cleaved fragments may be separated using polyacrylamide or agarose gel electrophoresis techniques, according to 
30 the general procedures found in Methods In Enzymology (1 980) 65:499-560. 

[01 99] Sticky ended cleavage fragments may be blunt ended using E.coli DNA polymerase I (Klenow) in the presence 
of the appropriate deoxy nucleotide triphosphates (dNTPs) present in the mixture. Treatment with S1 nuclease may 
also be used, resulting in the hydrolysis of any single stranded DNA portions. 

[0200] Ligations are carried out using standard buffer and temperature conditions using T4 DNA ligase and ATP; 
35 sticky end ligations require less ATP and less ligase than blunt end ligations. When vector fragments are used as part 
of a ligation mixture, the vector fragment is often treated with bacterial alkaline phosphatase (BAP) or calf intestinal 
alkaline phosphatase to remove the 5'-phosphate and thus prevent religation of the vector; alternatively, restriction 
enzyme digestion of unwanted fragments can be used to prevent ligation. 

[0201] Ligation mixtures are transfonned into suitable cloning hosts, such as E. coll . and successful transfonmants 
40 selected by, for example, antibiotic resistance, and screened for the correct construction. 

IILD. Construction of Desired DNA Sequences 

[0202] Synthetic oligonucleotides may be prepared using an automated oligonucleotide synthesizer as described by 
45 Warner (1 984). If desired the synthetic strands may be labeled with ^^p by treatment with polynucleotide kinase in the 
presence of ^^p-atP, using standard conditions for the reaction. 

[0203] DNA sequences, including those isolated from cDNA libraries, may be modified by known techniques, includ- 
ing, for example site directed mutagenesis, as described by Zoller (1982). Briefly, the DNA to be modified is packaged 
into phage as a single stranded sequence, and converted to a double stranded DNA with DNA polymerase using, as 

50 a primer, a synthetic oligonucleotide complementary to the portion of the DNA to be modified, and having the desired 
modification included in its own sequence. The resulting double stranded DNA is transformed into a phage supporting 
host bacterium. Cultures of the transformed bacteria, which contain replbations of each strand of the phage, are plated 
In agar to obtain plaques. Theoretically, 50% of the new plaques contain phage having the mutated sequence, and the 
remaining 50% have the original sequence. Replicates of the plaques are hybridized to labeled synthetic probe at 

55 temperatures and conditions which pemiit hybridization with the correct strand, but not with the unmodified sequence. 
The sequences which have been Identified by hybridization are recovered and cloned. 
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III.E. Hybridization with Probe 

[0204] DNA libraries may be probed using the procedure of Grunstein and Hogness (1 975). Briefly, In this procedure, 
the DNA to be probed is immobilized on nitro-cellulose filters, denatured, and prehybridized with a buffer containing 

5 0-50% fomnamide, 0.75 M NaCI, 75 mM Na citrate, 0.02% (wt/v) each of bovine serum albumin, polyvinyl pyrollidone, 
and Ficoll, 50 mM Na Phosphate (pH 6.5). 0.1% SDS, and 100 micrograms/ml carrier denatured DNA. The percentage 
of fomnamide In the buffer, as well as the time and temperature conditions of the prehybridlzation and subsequent 
hybridization steps depends on the stringency required. Oligomeric probes which require lower stringency conditions 
are generally used with low percentages of fomnamide, lower temperatures, and longer hybridization times. Probes 

10 containing more than 30 or 40 nucleotides such as those derived from cDNA or genomic sequences generally employ 
higher temperatures, e.g., about 40-42''C, and a high percentage, e.g., 50%, fomnamide. Following prehybridlzation, 
5'_32p.|abeled oligonucleotide probe is added to the buffer, and the filters are incubated In this mixture under hybridi- 
zation conditions. After washing, the treated filters are subjected to autoradiography to show the location of the hybrid- 
ized probe; DNA in corresponding locations on the original agar plates Is used as the source of the desired DNA. 

IS 

III.F. Verification of Construction and Sequencing 

[0205] For routine vector constructions, ligation mixtures are transfomned into E. coli strain HB101 or other suitable 
host, and successful transfomnants selected by antibiotic resistance or other markers. Plasmlds from thetransformants 
20 are then prepared according to the method of Clewell et al. (1969), usually following chloramphenicol amplification 
(Clewell (1972)). The DNA is isolated and analyzed, usually by restriction enzyme analysis and/or sequencing. Se- 
quencing may be by the dideoxy method of Sanger et al. (1977) as further described by Messing et al. (1981), or by 
the method of Maxam et al. (1980). Problems with band compression, which are sometimes observed In GC rich 
regions, were overcome by use of T-deazoguanosine according to Ban^ et al. (1986). 

25 

III. G. Enzyme Linked Immunosorijent Assay 

[0206] The enzyme-linked immunosorbent assay (ELISA) can be used to measure either antigen or antibody con- 
centrations. This method depends upon conjugation of an enzyme to either an antigen or an antibody, and uses the 

30 bound enzyme activity as a quantitative label. To measure antibody, the known antigen Is fixed to a solid phase (e.g., 
a microplate or plastic cup), incubated with test semm dilutions, washed, incubated with anti-immunoglobulin labeled 
with an enzyme, and washed again. Enzymes suitable for labeling are known in the art, and include, for example, 
horseradish peroxidase. Enzyme activity bound to the solid phase is measured by adding the specific substrate, and 
determining product fomiation or substrate utilization colorimetrically. The enzyme activity bound is a direct function 

35 of the amount of antibody bound. 

[0207] To measure antigen, a known specific antibody is fixed to the solid phase, the test material containing antigen 
is added, after an incubation the solid phase is washed, and a second enzyme-labeled antibody is added. After washing, 
substrate is added, and enzyme activity Is estimated colorimetrically, and related to antigen concentration. 

40 IV. Examples 

[0208] Described below are examples-of the present invention and related data, which are provided only for illustra- 
tive purposes, and not to limit the scope of the present Invention. In light of the present disclosure, numerous embod- 
iments within the scope of the claims will be apparent to those of ordinary skill In the art The procedures set forth, for 
45 example. In Sections IV. A. may, if desired, be repeated but need not be, as techniques are available for construction 
of the desired nucleotide sequences based on the information provided by the invention. Expression is exemplified in 
E. coli; however, other systems are available as set forth more fully in Section III.A. Additional epitopes derived from 
the genomic structure may also be produced, and used to generate antibodies as set forth below. 

50 iv.A. Preparation. Isolation and Sequencing of HCV cDNA 

IV. A. 1 . Preparation of HCV cDNA 

[0209] The source of NANB agent was a plasma pool derived from a chimpanzee with chronic NANBH. The chim- 
es panzee had been experimentally infected with blood from another chimpanzee with chronic NANBH resulting from 
infection with HCV in a contaminated batch of factor 8 concentrate derived from pooled human sera. The chimpanzee 
plasma pool was made by combining many individual plasma samples containing high levels of alanine aminotrans- 
ferase activity; this activity results from hepatic injury due to the HCV Infection. Since 1 ml of a 10~^ dilution of this 
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pooled serum given i.v. caused NANBH in another chimpanzee, its CID was at least 10^/ml, i.e., it had a high infectious 
virus titer. 

[0210] A cDNA library from the high titer plasma pool was generated as follows. First, viral particles were isolated 
from the plasma; a 90 ml aliquot was diluted with 310 ml of a solution containing 50 mM Tris-HCI, pH 8.0, 1mM EDTA, 

5 100 mM NaCI. Debris was removed by centrifugation for 20 min at 15,000 x g at 20 *C. Viral particles in the resulting 
supernatant were then pelleted by centrifugation in a Beckman SW28 rotor at 28,000 rpm for 5 hours at 20'^C. To 
release the viral genome, the particles were disrupted by suspending the pellets in 1 5 ml solution containing 1 % sodium 
dodecyl sulfate (SDS), 10 mM EDTA, 10 mM Tris-HCI, pH 7.5, also containing 2 mg/ml proteinase k, followed by 
incubation at 45'*C for 90 min. Nucleic acids were isolated by adding 0.8 micrograms MS2 bacteriophage RNA as 

10 carrier, and extracting the mixture four times with a 1 :1 mixture of phenolrchlorofomi (phenol saturated with 0.5M Tris- 
HCI, pH 7.5, 0.1% (v/v) betamercaptoethanol, 0.1% (wAf) hydroxyquinolone. followed by extraction two times with 
chlorofomri. The aqueous phase was concentrated with 1 -butanol prior to precipitation with 2.5 volumes absolute eth- 
anol overnight at -20'*C. Nucleic acid was recovered by centrifugation in a Beckman SW41 rotor at 40,000 rpm for 90 
min at 4'*C, and dissolved in water that had been treated with 0.05% (v/v) diethylpyrocarbonate and autoclaved. 

^5 [0211] Nucleic acid obtained by the above procedure (<2 micrograms) was denatured with 17.5 mM CH3HgOH: 
cDNA was synthesized using this denatured nucleic acid as template, and was cloned into the EcoRI site of phage 
lambda-gtll using methods described by Huynh (1985), except that random primers replaced oligo(dT) 12-18 during 
the synthesis of the first cDNA strand by reverse transcriptase (Taylor et al. (1976)). The resulting double stranded 
cDNAs were fractionated according to size on a Sepharose CL-4B column; eluted material of approximate mean size 

20 400, 300, 200, and 1 00 base-pairs were pooled into cDNA pools 1 , 2, 3, and 4, respectively. The lambda-gtl 1 cDNA 
library was generated from the cDNA in pool 3. 

[0212] The Iambda-gt11 cDNA library generated from pool 3 was screened for epitopes that could bind specifically 
with semm derived from a patient who had previously experienced NANBH. About 10® phage were screened with 
patient sera using the methods of Huynh et al. (1985), except that bound human antibody was detected with sheep 

25 anti-human Ig antisera that had been radio-labeled with ^25|, pive positive phages were identified and purified. The 
five positive phages were then tested for specificity of binding to sera from 8 different humans previously infected with 
the NANBH agent, using the same method. Four of the phage encoded a polypeptide that reacted immunologically 
with only one human serum, I.e., the one that was used for primary screening of the phage library. The fifth phage 
(5-1-1 ) encoded a polypeptide that reacted immunologically with 5 of 8 of the sera tested. Moreover, this polypeptide 

30 did not react immunologically with sera from 7 nornial blood donors. Therefore, it appears that clone 5-1 -1 encodes a 
polypeptide which is specifically recognized immunologically by sera from NANB patients. 

IV.A.2. Sequences of the HCV cDNA In Recombinant Phage 5-1 -1 , and of the Polypeptide Encoded Within the 
Sequence. 

35 

[0213] The cDNA in recombinant phage 5-1-1 was sequenced by the method of Sanger et al. (1977). Essentially, 
the cDNA was excised with EcoRI, isolated by size fractionation using gel electrophoresis. The EcoRI restriction frag- 
ments were subcloned into the M1 3 vectors, mp1 8 and mp1 9 (Messing (1 983)) and sequenced using the dideoxychain 
temiination method of Sanger et al. (1977). The sequence obtained is shown in Fig. 1. 
40 [0214] The polypeptide encoded in Fig. 1 that is encoded in the HCV cDNA is in the same translational frame as the 
N-temiinal beta-galactosidase moiety to which it is fused. As shown in Section IV.A., the translational open reading 
frame (ORF) of 5-1 -1 encodes epitope(s) specifically recognized by sera from patients and chimpanzees with NANBH 
infections. 

45 IV.A.3. Isolation of Overiapping HCV cDNA to cDNA in Clone 5-1-1 . 

[021 5] Overiapping HCV cDNA to the cDNA in clone 5-1 -1 was obtained by screening the same lambda-gtl 1 library, 
created as described in Section 1V.A.1 ., with a synthetic polynucleotide derived from the sequence of the HCV cDNA 
in clones 5-1 -1 , as shown in Fig. 1 . The sequence of the polynucleotide used for screening was: 

50 

5'-TCC CTT GCT CGA TGT ACG GTA AGT GCT GAG AGC 
ACT CTT CCA TCT CAT CGA ACT CTC GGT AGA GGA CTT CCC TGT 
55 CAG GT-3' . 

The lambda-gtll library was screened with this probe, using the method described in Huynh (1985). Approximately 1 
In 60,000 clones hybridized with the probe. Three clones which contained cDNAs which hybridized with the synthette 
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probe have been numbered 81 , 1-2, and 91 . 

IV.A.4. Nucleotide Sequences of Overlapping HCV cDNAs to cDNA in Clone 5-1 -1 . 

5 [0216] The nucleotide sequences of the three cDNAs in clones 81 , 1-2, and 91 were detennined essentially as in 
Section IV.A.2. The sequences of these clones relative to the HCV cDNA sequence In phage 5-1 -1 is shown in Fig. 2, 
which shows the strand encoding the detected HCV epitope, and where the homologies in the nucleotide sequences 
are indicated by vertical lines between the sequences. 

[0217] The sequences of the cloned HCV cDNAs are highly homologous in the overlapping regions (see Fig. 2). 
10 However, there are differences in two regions. Nucleotide 67 in clone 1 -2 Is a thymidine, whereas the otherthree clones 
contain a cytidine residue In this position. It should be noted, however, that the same amino acid is encoded when 
either C or T occupies this position. 

[0218] The second difference Is that clone 5-1-1 contains 28 base pairs which are not present in the other three 
clones. These base pairs occur at the start of the cDNA sequence in 5-1 -1 , and are indicated by small letters. Based 
15 on radioimmunoassay data, which is discussed infra in Section IV.D., it is possible that an HCV epitope may be encoded 
in this 28 bp region. 

[0219] The absence of the 28 base pairs of 5-1-1 from clones 81, 1-2, and 91 may mean that the cDNA in these 
clones were derived from defective HCV genomes; alternatively, the 28 bp region could be a tenninal artifact In clone 
5-1-1. 

20 [0220] The sequences of small letters in the nucleotide sequence of clones 81 and 91 simply indicate that these 
sequences have not been found in other cDNAs because cDNAs overlapping these regions were not yet isolated. 
[0221] A composite HCV cDNA sequence derived from overlapping cDNAs in clones 5-1-1, 81, 1-2 and 91 is shown 
in Fig. 3. However, in this figure the unique 28 base pairs of clone 5-1-1 are omitted. The figure also shows the sequence 
of the polypeptide encoded within the ORF of the composite HCV cDNA. 

25 

IV.A.5. Isolation of Overlapping HCV cDNAs to cDNA in Clone 81. 

[0222] The isolation of HCV cDN A sequences upstream of, and which overlap those in clone 81 cDNA was accom- 
plished as follows. The Iambda-gt11 cDNA library prepared as described in Section IV. A.I . was screened by hybridi- 
30 zation with a synthetic polynucleotide probe which was homologous to a 5' tenninal sequence of clone 81 . The sequence 
of clone 81 is presented in Fig. 4. The sequence of the synthetic polynucleotide used for screening was: 

S, CTG TCA GQT ATQ ATT QCC QQC TTC CCQ QAC 3'. 

35 The methods were essentially as described in Huynh (1 985) , except that the library fitters were given two washes under 
stringent conditions, i.e., the washes were in 5 x BSC, 0.1% SDS at 55*C for 30 minutes each. Approximately 1 in 
50,000 clones hybridized with the probe. A positive recombinant phage which contained cDNA which hybridized with 
the sequence was isolated and purified. This phage has been numbered clone 36. 

[0223] Downstream cDNA sequences, which overlaps the carboxyl-end sequences in clone 81 cDNA were isolated 
40 using a procedure similar to that for the Isolation of upstream cDNA sequences, except that a synthetic oligonucleotide 
probe was prepared which is homologous to a 3* tenninal sequence of clone 81 . The sequence of the synthetic poly- 
nucleotide used for screening was: 

TTT GGC TAG TGG TTA GTQ GGC TQG TQA CAG 3" 

45 

A positive recombinant phage, which contained cDNA which hybridized with this latter sequence was isolated and 
purified, and has been numbered clone 32. 

IV.A.6. Nucleotide Sequence of HCV cDNA in Clone 36. 

50 

[0224] The nucleotide sequence of the cDNA In clone 36 was determined essentially as described in Section IV. A. 
2. The double-stranded sequence of this cDNA, its region of overlap with the HCV cDNA in done 81 , and the polypeptide 
encoded by the ORF are shown in Fig. 5. 

[0225] The ORF in clone 36 is in the same translational frame as the HCV antigen encoded in clone 81 . Thus, in 
55 combination, the ORFs in clones 36 and 81 encode a polypeptide that represents part of a large HCV antigen. The 
sequence of this putative HCV polypeptide and the double stranded DNA sequence encoding it, which Is derived from 
the combined ORFs of the HCV cDNAs of clones 36 and 81 , is shown in Fig. 6. 
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IV.A.7 Nucleotide Sequences of HCV cDNA in Clone 32 

[0226] The nucleotide sequence of the cDNA in clone 32 was detemriined essentially as was that described in Section 
IV.A.2 for the sequence of clone 5-1-1 . The sequence data indicated that the cDNA in clone 32 reconnbinant phage 

5 was derived from two different sources. One fragment of the cDNA was comprised of 418 nucleotides derived from 
the HCV genome; the other fragment was comprised of 1 72 nucleotides derived from the bacteriophage MS2 genome, 
which had been used as a carrier during the preparation of the lambda gt11 plasma cDNA library. 
[0227] The sequence of the cDNA in clone 32 corresponding to that of the HCV genome is shown in Fig. 7. The 
region of the sequences that overlaps that of clone 81 , and the polypeptide encoded by the ORF are also indicated in 

10 the figure. This sequence contains one continuous ORF that is In the same translational frame as the HCV antigen 
encoded by clone 81 . 

IV.A.8 Isolation of Overtapping HCV cDNA to cDNA in Clone 36 

15 [0228] The isolation of HCV cDNA sequences upstream of, and which overiap those in clone 36 cDNA was accom- 
plished as described in Section I V.A.5, for those which overiap clone 81 cDNA, except that the synthetic polynucleotide 
was based on the 5'-region of clone 36. The sequence of the synthetic polynucleotide used, for screening was: 

5* AAe CCA CCG TGT GCG CTA GGG CTC AAG CCC 3* 

20 

Approximately 1 in 50,000 clones hybridized with the probe. The isolated, purified clone of recombinant phage which 
contained cDNA which hybridized to this sequence was named clone 35. 

IV.A.9 Nucleotide Sequence of HCV cDNA in Clone 35 

25 

[0229] The nucleotide sequence of the cDNA in clone 35 was determined essentially as described in Section IV.A. 
2. The sequence, its region of overlap with that of the cDNA in clone 36, and the putative polypeptide encoded therein, 
are shown in Fig. 8. 

[0230] Clone 35 apparently contains a single, continuous ORF that encodes a polypeptide in the same translational 
30 frame as that encoded by clone 36, clone 81 , and clone 32. Fig. 9 shows the sequence of the long continuous ORF 
that extends through clones 35, 36, 81, and 32. along with the putative HCV polypeptide encoded therein. This com- 
bined sequence has been confirmed using other independent cDNA clones derived from the same lambda gtll cDNA 
library. 

35 I V-A-1 0. isolation of Overiapping HCV cDNA to cDNA in Clone 35 

[0231] The isolation of HCV cDNA sequences upstream of, and which overiap those in clone 35 cDNA was accom- 
plished as described in Section IV.A.8, for those which overiap clone 36 cDNA. except that the synthetic polynucleotide 
was based on the 5'-region of clone 35. The sequence of the synthetic polynucleotide used for screening was: 

40 

5* CAG GAT GCT GTC TCC CGC ACT CAA CGT 3' 

Approximately 1 In 50,000 clones hybridized with the probe. The isolated, purified clone of recombinant phage which 
contained cDNA which hybridized to this sequence was named clone 37b. 

45 

IV.A.11 . Nucleotide Sequence of HCV in Clone 37b 

[0232] The nucleotide sequence of the cDNA in clone 37b was determined essentially as described in Section IV.A. 
2. The sequence, Its region of overiap with that of the cDNA In clone 35, and the putative polypeptide encoded therein, 
50 are shown in Fig. 10. 

[0233] The 5'-tenTiinal nucleotide of clone 35 is a T, whereas the con^esponding nucleotide in clone 37b is an A. The 
cDNAs from three other independent clones which were isolated during the procedure in which clone 37b was isolated, 
described in Section IV.A.10, have also been sequenced. The cDNAs from these clones also contain an A in this 
position. Thus, the 5'-tenninal T in clone 35 may be an artefact of the cloning procedure. It Is known that artefacts often 
55 arise at the 5'-tennini of cDNA molecules. 

[0234] Clone 37b apparently contains one continuous ORF which encodes a polypeptide which is a continuation of 
the polypeptide encoded in the ORF which extends through the overiapping clones 35, 36, 81 and 32. 
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IV.A.12 Isolation of Overlapping HCV cDNA to cDNA in Clone 32 

[0235] The isolation of HCV cDNA sequences downstream of clone 32 was accomplished as follows. First, clone cla 
was isolated utilizing a synthetic hybridization probe which was based on the nucleotide sequence of the HCV cDNA 
5 sequence in clone 32. The method was essentially that described in Section IV.A.5, except that the sequence of the 
synthetic probe was: 

5* AQT QCA OTQ OAT OAA CCO OCT OAT AQC CTT 3". 

10 utilizing the nucleotide sequence from clone cla, another synthetic nucleotide was synthesized which had the se- 
quence: 

5* TCC TGA QCC GAC TGC ACC ACT GQA TAA GCT 3*. 

15 Screening of the lambda gt11 library using the clone cla derived sequence as probe yielded approximately 1 in 50,000 
positive colonies. An isolated, purified clone which hybridized with this probe was named clone 33b. 

IV. A. 1 3 Nucleotide Sequence of HCV cDNA in Clone 33b 

20 [0236] The nucleotide sequence of the cDNA in clone 33b was detemnined essentially as described in Section IV.A. 
2. The sequence, its region of overlap with that of the cDNA in clone 32, and the putative polypeptide encoded therein, 
are shown In Fig. 11. 

[0237] Clone 33b apparently contains one continuous ORF which is an extension of the ORFs in overlapping clones 
37b, 35, 36, 81 and 32. The polypeptide encoded in clone 33b is in the same translational frame as that encoded in 
25 the extended ORF of these overlapping clones. 

IV.A.14 Isolation of Overlapping HCV cDNAs to cDNA Clone 37b and to cDNA in Clone 33b 

[0238] In order to isolate HCV cDNAs which overlap the cDNAs In clone 37b and in clone 33b, the following synthetic 
30 oligonucleotide probes, which were derived from the cDNAs In those clones, were used to screen the lambda gtll 
library, using essentially the method described In Section tV.A.3. The probes used were: 



5' CAG GAT GCT GTC TCC CGC ACT CAA CGT C 3* 



and 

40 

5* TCC TGA GGC GAC TGC ACC AGT GGA TAA GCT 3' 

to detect colonies containing HCV cDNA sequences which overlap those In clones 37b and 33b, respectively. Approx- 
45 imately 1 in 50,000 colonies were detected with each probe. A clone which contained cDNA which was upstream of, 
and which overlapped the cDNA in clone 37b, was named clone 40b. A clone which contained cDNA which was down- 
stream of, and which overlapped the cDNA in clone 33b was named clone 25c. 

I V.A. 1 5 Nucleotide Sequences of HCV cDNA In clone 40b and In clone 25c 

50 

[0239] The nucleotide sequences of the cDNAs in clone 40b and in clone 25c were detemiined essentially as de- 
scribed in Section IV.A.2. The sequences of 40b and 25c, their regions of overlap with the cDNAs in clones 37b and 
33b, and the putative polypeptides encoded therein, are shown in Fig. 12 (clone 40b) and Fig. 13 (clone 25c). 
[0240] The 5'-tenninal nucleotide of clone 40b is a G. However, the cDNAs from five other independent clones which 
55 were isolated during the procedure in which clone 40b was isolated, described in Section IV.A.14, have also been 
sequenced. The cDNAs from these clones also contain a T in this position. Thus, the G may represent a cloning artifact 
(see the discussion in Section IV.A.11). 

[0241] The 5'-tenminus of clone 25c is ACT, but the sequence of this region in clone cla (sequence not shown), and 
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In clone 33b is TCA. This difference may also represent a cloning artifact, as may the 28 extra 5'-temiinal nucleotides 
In done 5-1-1. 

[0242] Clones 40b and 25c each apparently contain an ORF which is an extension of the continuous ORF in the 
previously sequenced clones. The nucleotide sequence of the ORF extending through clones 40b, 37b, 35, 36, 81 , 
5 32, 33b, and 25c, and the amino acid sequence of the putative polypeptide encoded therein, are shown in Fig. 14. In 
the figure, the potential artifacts have been omitted from the sequence, and instead, the corresponding sequences in 
non-S'-tenninal regions of multiple overlapping clones are shown. 

IV.A.16. Preparation of a Composite HCV cDNA from the cDNAs in Clones 36. 81 , and 32 

10 

[0243] The composite HCV cDN A, CI CO, was constructed as follows. First the cDNAs from the clones 36, 81 , and 
32 were excised with EcoRI. The EcoRI fragment of cDNA from each clone was cloned Individually into the EcoRi site 
of the vector pGEM3-blue (Promega Biotec). The resulting recombinant vectors which contained the cDNAs from 
clones 36, 81, and 32 were named pGEM3-blue/36, pGEM3-blue/81, and pGEM3-blue/32, respectively. The appro- 

15 priately oriented recombinant of pGEM3-blue/81 was digested with Nael and Narl, and the large (-2850bp) fragment 
was purified and llgated with the small (-570bp) Nael/Narl purified restriction fragment from pGEM3-blue/36. This 
composite of the cDNAs from clones 36 and 81 was used to generate another pGEM3-biue vector containing the 
continuous HCV ORF contained within the overlapping cDNA within these clones. This new plasmid was then digested 
with Pvull and EcoRI to release a fragment of approximately 680bp, which was then ligated with the small (580bp) 

20 Pvull/EcoRI fragment Isolated from the appropriately oriented pGEM3-blue/32 plasmid, and the composite cDNA from 
clones 36. 81 , and 32 was ligated into the EcoRI linearized vector pSODcfl , which is described in Section IV.B.1 , and 
which was used to express clone 5-1 -1 in bacteria. Recombinants containing the ^-l 270bp EcoRI fragment of composite 
HCV cDNA (CI 00) were selected, and the cDNAfrom the plasmids was excised with EcoRI and purified. 

25 I V.A. 1 7. Isolation and Nucleotide Sequences of HCVcDNAs in Clones 1 41, 1 1 b, 7f , 7e, 8h. 33c, 1 4c. 8f . 33f . 33g, and 39c 

[0244] The HCVcDNAs in clones 14i, 11b, 7f, 7e, 8h, 33c, 14c, 8f, 33f,33g, and 39c were isolated by the technique 
of isolating overlapping cDNA fragments from the lambda gtll library of HCV cDNAs described in Section IV.A.1 .. The 
technique used was essentially as described in Section IV.A.3., except that the probes used were designed from the 

30 nucleotide sequence of the last isolated clones from the 5' and the 3' end of the combined HCV sequences. The 
frequency of clones which hybridized with the probes described below was approximately 1 in 50,000 in each case. 
[0245] The nucleotide sequences of the HCV cDNAs in clones 141, 7f, 7e, 8h, 33c, 14c, 8f, 33f, 33g, and 39c were 
determined essentially as described in Section IV.A.2., except that the cDNA excised from these phages were substi- 
tuted for the cDNA isolated from clone 5-1-1 . 

35 [0246] Clone 33c was isolated using a hybridization probe based on the sequence of nucleotides In clone 40b. The 
nucleotide sequence of clone 40b is presented in Fig. 12. The nucleotide sequence of the probe used to isolate 33c was: 

& ATC AGG ACC GGG GTQ AGA ACA ATT ACC ACT 3' 

40 The sequence of the HCV cDNA in clone 33c, and the overlap with that In clone 40b, Is shown in Fig. 1 5, which also 
shows the amino acids encoded therein. 

[0247] Clone 8h was isolated using a probe based on the sequence of nucleotides in clone 33c. The nucleotide 
sequence of the probe was 

5* AGA GAC AAC CAT GAG GTC CCC GGT GTT C 3*. 

The sequence of the HCV cDNA in clone 8h, and the overiap with that in clone 33c, and the amino acids encoded 
therein, are shown in Fig. 1 6. 

[0248] Clone 7e was isolated using a probe based on the sequence of nucleotides In clone 8h. The nucleotide se- 
50 quence of the probe was 



5* TOG GAC CTT TAC CTG GTC ACG AGG CAC 3*. 

The sequence of HCV cDNA in clone 7e, the overlap with clone 8h, and the amino acids encoded therein, are shown 
in Fig. 1 7. 

[0249] Clone 14c was isolated with a probe based on the sequence of nucleotides in clone 25c. The sequence of 
clone 25c is shown in Fig. 13. The probe in the isolation of clone 14c had the sequence 
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5* ACC TTC CCC ATT AAT GCC TAC ACC ACQ GQC 3\ 

The sequence of HCV cDNA in clone 14c. its overiap witii that in clone 25c, and the amino acids encoded therein are 
shown in Fig. 18. 

[0250] Clone 8f was Isolated using a probe based on the sequence of nucleotides in clone 14c. The nucleotide 
sequence of the probe was 

5* TCC ATC TCT CAA GGC AAC TTG CAC CGC TAA 3", 

The sequence of HCV cDNA in clone 8f, its overlap with that in clone 14c, and the amino acids encoded therein are 
shown in Fig. 19. 

[0251] Clone 33f was isolated using a probe based on the nucleotide sequence present In clone 8f. The nucleotide 
sequence of the probe was 

5, TCC ATG GCT QTC CGC TTC CAC CTC CAA AGT 3'. 

The sequence of HCV cDNA in clone 33f , its overlap with that in clone 8f, and the amino acids encoded therein are 
shown in Fig. 20. 

[0252] Clone 33g was Isolated using a probe based on the sequence of nucleotides in clone 33f. The nucleotide 
sequence of the probe was 

5* GOG ADA ATA CGA CAA CAT CCT CTG AGC COG 3\ 

The sequence of HCV cDNA In clone 33g, its overlap with that in clone 33f, and the amino acids encoded therein are 
shown in Fig. 21 . 

[0253] Clone 7f was isolated using a probe based on the sequence of nucleotides in clone 7e. The nucleotide se- 
quence of the probe was 

5* AQC AQA CAA GGG GCC TCC TAG GGT GCA TAA T 3'. 

The sequence of HCV cDNA in clone 7f , its overlap with clone 7e, and the amino acids encoded therein are shown in 

Fig. 22. 

[0254] Clone lib was isolated using a probe based on the sequence of clone 7f. The nucleotide sequence of the 
probe was 

5' CAC CTA TGT TTA TAA CCA TCT CAC TCC TCT 3'. 

The sequence of HCV cDNA In clone lib, its overlap with clone 7f, and the amino acids encoded therein are shown 
in Fig. 23. 

[0255] Clone 141 was isolated using a probe based on the sequence of nucleotides in clone 11b. The nucleotide 
sequence of the probe was 

5* CTC TGT CAC CAT ATT ACA AGC GCT ATA TCA 3\ 

The sequence of HCVcDNA in clone 1 4i, its overlap with 1 1 b, and the amino acids encoded therein are shown in Fig. 24. 
[0256] Clone 39c was Isolated using a probe based on the sequence of nucleotides in clone 33g. The nucleotide 
sequence of the probe was 

5' CTC GTT GCT ACQ TCA CCA CAA TTT QQT QTA 3* 

The sequence of HCV cDNA in clone 39c, its overlap with clone 33g, and the amino acids encoded therein are shown 
in Fig. 25. 

IV.A.18. The Composite HCV cDNA Sequence Derived from Isolated Clones Containing HCV cDNA 

[0257] The HCV cDNA sequences in the Isolated clones described supra have been aligned to create a composite 
HCV cDNA sequence. The isolated clones, aligned in the 5' to 3' direction are: 141, 7f, 7e, 8h, 33c, 40b, 37b, 35, 36. 
81 . 32, 33b, 25c, 1 4c. 8f , 33f , 33g, and 39c. 
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[0258] A composite HCV cDNA sequence derived from the isolated clones, and the amino acids encoded therein, 
is shown in Fig. 26. 

[0259] In creating the composite sequence the following sequence heterogeneities have been considered. Clone 
33c contains an HCV cDNA of 800 base pairs, which overlaps the cDNAs in clones 40b and 37c. In clone 33c, as well 
5 as in 5 other overlapping clones, nucleotide #789 is aG. However, in clone 37b (see Section IV.A.11), the corresponding 
nucleotide is an A. This sequence difference creates an apparent heterogeneity in the amino acids encoded therein, 
which would be either CYS or TYR, for G or A, respectively. This heterogeneity may have important ramifications in 
temns of protein folding. 

[0260] Nucleotide residue #2 in clone 8h HCV cDNA is a T. However, as shown infra, the con-esponding residue in 
10 clone 7e is an A; moreover an A in this position is also found in 3 other isolated overlapping clones. Thus, the T residue 
in done 8h may represent a cloning artifact. Therefore, in Fig. 26, the residue in this position is designated as an A. 
[0261] The 3'-temninal nucleotide in clone 8f HCV cDNA is a G. However, the corresponding residue in clone 33f, 
and in 2 other overlapping clones is a T. Therefore, in Fig. 26, the residue in this position is designated as a T 
[0262] The 3*-terminal sequence in clone 33f HCV cDNA is TTGC. However, the corresponding sequence in clone 
15 33g and in 2 other overlapping clones Is ATTC. Therefore, in Fig. 26, the corresponding region is represented as ATTC. 
[0263] Nucleotide residue #4 in clone 33g HCV cDNA is a T However, in clone 33f and in 2 other overlapping clones 
the con^esponding residue is an A. Therefore, in Fig. 26, the con-esponding residue is designated as an A. 
[0264] The 3'-terminus of clone 14i is an AA, whereas the con-esponding dinucleotide in clone 11b, and in three other 
clones, is TA. Therefore, in Fig. 26, the TA residue is depicted. 
20 [0265] The resolution of other sequence heterogeneities is discussed supra. 

[0266] An examination of the composite HCV cDNA indicates that it contains one large ORF. This suggests that the 
viral genome is translated into a large polypeptide which is processed concomitant with, or subsequent to translation. 

IV.A.19. Isolation and Nucleotide Sequences of HCVcDNAs in Clones 12f, 35f, 19g, 26g. and 15e 

25 

[0267] The HCV cDNAs in clones 12f, 35f, 19g, 26g, and 15e were isolated essentially by the technique described 
in Section IV.A.1 7, except that the probes were as indicated below. The frequency of clones which hybridized with the 
probes was approximately 1 in 50,000 In each case. The nucleotide sequences of the HCV cDNAs in these clones 
were determined essentially as described in Section IV.A.2., except that the cDNA from the indicated clones were 
30 substituted for the cDNA isolated from clone 5-1 -1 . 

[0268] The isolation of clone 12f, which contains cDNA upstream of the HCV cDNA in Fig. 26, was accomplished 
using a hybridization probe based on the sequence of nucleotides in clone 14i. The nucleotide sequence of the probe 
was 

35 5- TQC TTQ TGG ATQ ATQ CTA CTC ATA TCC CAA 3*. 

The HCV cDNA sequence of clone 12f, its overlap with clone 141, and the amino acids encoded therein are shown in 
Fig. 27. 

[0269] The isolation of clone 35f , which contains cDNA downstream of the HCV cDNA in Fig. 26. was accomplished 
40 using a hybridization probe based on the sequence of nucleotides in clone 39c. The nucleotide sequence of the probe 
was 

5* AGC AGO GGC QTC AAA AGT QAA GGC TAA CTT 3\ 

45 

The sequence of clone 35f, its overiap with the sequence in clone 39c, and the amino acids encoded therein are shown 
in Fig. 28. 

[0270] The isolation of clone 1 9g was accomplished using a hybridization probe based on the 3' sequence of clone 
35f . The nucleotide sequence of the probe was 

50 

5" TTC TCG TAT GAT ACC CGC TGC TTT GAC TCC 3'. 

The HCV cDNA sequence of clone 19g, its overiap with the sequence in done 35f, and the amino acids encoded 
therein are shown in Fig. 29. 

S5 [0271] The isolation of clone 26g was accomplished using a hybridization probe based on the 3' sequence of clone 
19g. The nucleotide sequence of the probe was 

5' TQT QTO OCQ ACQ ACT TAQ TCQ TTA TOT QTQ 3'. 
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The HCV cDNA sequence of clone 26g, its overlap with the sequence in clone 1 9g, and the amino acids encoded 
therein are shown in Fig. 30. 

[0272] Clone 1 5e was isolated using a hybridization probe based on the 3' sequence of clone 26 g. The nucleotide 
sequence of the probe was 

5 

5' CAC ACT <5CA GTC AAT TCC TGG CTA GGC AAC 3*. 

The HCV cDNA sequence of clone 15e, its overlap with the sequence in clone 26g, and the amino acids encoded 
therein are shown in Fig. 31 . 

10 [0273] The clones described in this Section have been deposited with the ATCC under the terms and conditions 
described in Section II A., and have been assigned the following Accession Numbers. 
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Iambda-gt1 1 


ATCC No. 


Deposit Date 


clone 12f 


40514 


10 November 1988 


clone 35f 


40511 


10 November 1988 


clone 15e 


40513 


10 November 1988 


clone k9-1 


40612 


10 November 1988 



20 [0274] The HCV cDNA sequences in the isolated clones described supra, have been aligned to create a composite 
HCV cDNA sequence. The isolated clones, aligned in the 5, to 3* direction are: 12f, 14i, 7f, 7e, 8h, 33c, 40b, 37b, 35, 
36, 81 , 32, 33b, 25c, 14c. 8f 33f, 33g, 39c, 35f, 19g, 26g, and 15e. 

[0275] A composite HCV cDNA sequence derived from the Isolated clones, and the amino acids encoded therein, 
is shown in Fig. 32. 

25 

IV.A.20. Alternative Method of Isolating cDNA Sequences Upstream of the HCV cDNA Sequence in Clone 12f 

[0276] Based on the most 5' HCV sequence in Fig. 32, which is derived from the HCV cDNA in clone 12f, small 
synthetic oligonucleotide primers of reverse transcriptase are synthesized and used to bind to the corresponding se- 

30 quence in HCV genomic RNA. to prime reverse transcription of the upstream sequences. The primer sequences are 
proximal to the known 5'-tenninal sequence of clone 1 2f, but sufficiently downstream to allow the design of probe 
sequences upstream of the primer sequences. Known standard methods of priming and cloning are used. The resulting 
cDNA libraries are screened with sequences upstream of the priming sites (as deduced fmm the elucidated sequence 
in clone 1 2f). The HCV genomic RNA is obtained from either plasma or liver samples from chimpanzees with NANBH, 

35 or from analogous samples from humans with NANBH. 

IV.A,21 . Alternative Method Utilizing Tailing to Isolate Sequences from the 5'-Temiinal Region of the HCV Genome 

[0277] In order to isolate the extreme 5'-tenninal sequences of the HCV RNA genome, the cDNA product of the first 
^0 round of reverse transcription, which is duplexed with the template RNA, is tailed with oligo C. This is accomplished 
by incubating the product with terminal transferase in the presence of CTP. The second round of cDNA synthesis, 
which yields the complement of the first strand of cDNA, is accomplished utilizing oligo G as a primer for the reverse 
transcriptase reaction. The sources of genomic HCV RNA are as described in Section IV.A.20. The methods for tailing 
with terminal transferase, and for the reverse transcriptase reactions are as in Maniatts et al. (1 982). ThecDNA products 
^5 are then cloned, screened, and sequenced. 

IV.A.22. Alternative Method Utilizing Tailing to Isolate Sequences from the 3'-Tenninal Region of the HCV Genome 

[0278] This method is based on previously used methods for cloning cDNAs of Flavivirus RNA. In this method, the 
50 RNA is subjected to denaturing conditions to remove secondary structures at the 3'-termlnus, and is then tailed with 
Poly A polymerase using rATP as a substrate. Reverse transcription of the poly A tailed RNA is catalyzed by reverse 
transcriptase, utilizing oligo dT as a primer. The second strands of cDNA are synthesized, the cDNA products are 
cloned, screened, and sequenced. 

55 IV.A.23 Creation of Lambda-gt11 HCV cDNA Libraries Containing Larger cDNA Inserts 

[0279] The method used to create and screen the Lambda gtl 1 libraries are essentially as described in Section IV. 
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A.I ., except that the library is generated from a pool of larger size cDNAs eluted from the Sepharose CL-4B column. 
IV.A.24. Creation of HCV cDNA Libraries Using Synthetic Oligomers as Primers 



[0280] New HCV cDNA libraries have been prepared from the RNA derived from the infectious chimpanzee plasma 
pool described in Section iV.A.1 and from the poly A+ RNA fraction derived from the liver of this infected animal. The 
cDNA was constructed essentially as described by Gubler and Hoffman (1983), except that the primers for the first 
cDNA strand synthesis were two synthetic oligomers based on the sequence of the HCV genome described supra. 
Primers based on the sequence of clone 11 b and 7e were, respectively. 



5' CTG GOT TGA AGA ATC 3' 



15 and 



5' ACT TAG GCT GGT GAT TAT GC 3 ♦ . 



The resulting cDNAs were cloned into lambda bacteriophage vectors, and screened with various other synthetic oli- 
gomers, whose sequences were based on the HCV sequence in Fig. 32. 

25 IV.B. Expression of Polypeptides Encoded Within HCV cDNAs and Identification of the Expressed Products as HCV 
Induced Antigens. 

IV.B. 1 . Expression of the Polypeptide Encoded in Clone 5-1-1 . 

30 [0281] The HCV polypeptide encoded within clone 5-1-1 (see Section IV.A.2., supra) was expressed as a fusion 
polypeptide with superoxide dismutase (SOD). This was accomplished by subcloning the clone 5-1 -1 cDNA Insert Into 
the expression vector pSODcfl (Stelmer et al. (1986)) as follows. 

[0282] First. DNA isolated from pSODcfl was treated with BamHt and EcoRI, and the following linker was ligated 
into the linear DNA created by the restriction enzymes: 

35 

5* GAT OCT GGA ATT CTG ATA A 3' 
3' GA CCT TAA GAG TAT TTT AA 5' 

40 

After cloning, the plasmid containing the insert was isolated. 

[0283] Plasmid containing the insert was restricted with EcoRI. The HCV cDNA insert in clone 6-1-1 was excised 
with EcoRI, and ligated into this EcoRI linearized plasmid DNA. The DNA mixture was used to transfomn E. coH strain 
D1210 (Sadler et al. (1980)). Recombinants with the 5-1-1 cDNA in the correct orientation for expression of the ORF 
45 shown in Fig. 1 were identified by restriction mapping and nucleotide sequencing. 

[0284] Recombinant bacteria from one clone were induced to express the SOD-NANBg.^.^ polypeptide by growing 
the bacteria in the presence of IPTG. 

1V.B.2. Expression of the Polypeptide Encoded in Clone 81 . 

50 

[0285] The HCV cDNA contained within clone 81 was expressed as a SOD-NANBg^ fusion polypeptide. The method 
for preparing the vector encoding this fusion polypeptide was analogous to that used for the creation of the vector 
encoding SOD-NANBg.^.^, except that the source of the HCV cDNA was clone 81 , which was isolated as described in 
Section 1V.A.3, and for which the cDNA sequence was determined as described in Section IV.A.4. The nucleotide 
S5 sequence of the HCV cDNA in clone 81 , and the putative amino acid sequence of the polypeptide encoded therein are 
shown in Fig. 4. 

[0286] The HCV cDNA insert in clone 81 was excised with EcoRI, and ligated into the pSODcfl which contained the 
linker (see IV.B.1 .) and which was linearized by treatment with EcoRI . The DNA mixture was used to transfomn E. coli 
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strain D1210. Recombinants with the clone 81 HCV cDNA In the correct orientation for expression of the ORF shown 
in Fig. 4 were identified by restriction mapping and nucleotide sequencing. 

[0287] Recombinant bacteria from one clone were induced to express the SOD-NANBg^ polypeptide by growing the 
bacteria in the presence of IPTG. 

5 

IV.B.3. Identification of the Polypeptide Encoded Within Clone 5-1-1 as an HCV and NANBH Associated Antigen. 

[0288] The polypeptide encoded within the HCV cDNA of clone 5-1-1 was identified as a NANBH associated antigen 
by demonstrating that sera of chimpanzees and humans Infected with NANBH reacted immunologically with the fusion 

10 polypeptide, SOD-NANBg.^.^, which is comprised of superoxide dismutase at its N-terminus and the in-frame 5-1-1 
antigen at its C-terminus. This was accomplished by "Western" blotting (Towbin et al. (1979)) as follows. 
[0289] A recombinant strain of bacteria transformed with an expression vector encoding the SOD-N ANBg.^.^ polypep- 
tide, described in Section IV.B.I., was induced to express the fusion polypeptide by growth in the presence of IPTG. 
Total bacterial lysate was subjected to electrophoresis through polyacrylamlde gels in the presence of SDS according 

15 to Laemmli (1970). The separated polypeptides were transferred onto nitrocellulose filters (Towbin et al. (1 979)). The 
filters were then cut into thin strips, and the strips were incubated individually with the different chimpanzee and human 
sera. Bound antibodies were detected by further Incubation with ^^l-labeled sheep anti-human Ig, as described In 
Section IV.A.1. 

[0290] The characterization of the chimpanzee sera used for the Western blots and the results, shown in the photo- 
20 graph of the autoradiographed strips, are presented In Fig. 33. Nitrocellulose strips containing polypeptides were in- 
cubated with sera derived from chimpanzees at different times during acute NANBH (Hutchinson strain) infections 
(lanes 1-16), hepatitis A infections (lanes 17-24. and 26-33), and hepatitis B infections (lanes 34-44). Lanes 25 and 
45 show positive controls In which the tmmunoblots were incubated with serum from the patient used to identify the 
recombinant clone 5-1-1 in the original screening of the lambda-gtll cDNA library (see Section iV.A.1 .). 
2s [0291] The band visible in the control lanes, 25 and 45, in Fig. 23 reflects the binding of antibodies to the NANBg.^.^ 
moiety of the SOD fusion polypeptide. These antibodies do not exhibit binding to SOD alone, since this has also been 
included as a negative control in these samples, and would have appeared as a band migrating significantly faster 
than the SOD-NANBg.^.^ fusion polypeptide. 

[0292] Lanes 1 -1 6 of Fig. 33 show the binding of antibodies in sera samples of 4 chimpanzees; the sera were obtained 
30 just priorto infection with NANBH, and sequentially during acute infection. As seen from the figure, whereas antibodies 
which reacted immunologically with the SOD-NANBg.^.^ polypeptide were absent In sera samples obtained before 
administration of infectious HCV inoculum and during the early acute phase of infection, all 4 animals eventually induced 
circulating antibodies to this polypeptide during the late part of, or following the acute phase. Additional bands observed 
on the immunoblots In the cases of chimps numbers 3 and 4 were due to background binding to host bacterial proteins. 
35 [0293] In contrast to the results obtained with sera from chimps Infected with NANBH, the development of antibodies 
to the NANBg,^.^ moiety of the fusion polypeptide was not observed in 4 chimpanzees infected with HAV or 3 chim- 
panzees infected with HBV. The only binding in these cases was background binding to the host bacterial proteins, 
which also occurred In the HCV infected samples. 

[0294] The characterization of the human sera used for the Western blots, and the results, which are shown in the 

40 photograph of the autoradiographed strips, are presented in Fig. 34. Nitrocellulose strips containing polypeptides were 
incubated with sera derived from humans at different times during infections with NANBH (lanes 1-21), HAV (lanes 
33-40), and HBV (lanes 41 -49). Lanes 25 and 50 show positive controls in which the immunoblots were incubated with 
serum from patient used in the original screening of the lambda-gtll library, described supra. Lanes 22-24 and 26-32 
show "non-infected" controls in which the sera was from "nomnal" blood donors. 

45 [0295] As seen in Fig. 34, sera from nine NANBH patients, including the serum used for screening the lambdagtll 
library, contained antibodies to the NANBs.^.^ moiety of the fusion polypeptide. Sera from three patients with NANBH 
did not contain these antibodies. It is possible that the anti-NANBs.^.., antibodies will develop at a future date in these 
patients. It is also possible that this lack of reaction resulted from a different NANBV agent being causative of the 
disease in the individuals from which the non-responding serum was taken. 

50 [0296] Fig. 34 also shows that sera from many patients infected with HAV and HBV did not contain anti-NANBs.-].^ 
antibodies, and that these antibodies were also not present in the sera from "normal" controls. Although one HAV 
patient (tane 36) appears to contain anti-NANBs.^.^ antibodies, it is possible that this patient had been previously 
Infected with HCV, since the incidence of NANBH Is very high and since it is often subclinical. 
[0297] These serological studies indicate that the cDNA in clone 5-1-1 encodes epitopes which are recognized spe- 

55 cifically by sera from patients and animals infected with BB-NANBV. In addition, the cDNA does not appear to be 
derived from the primate genome. A hybridization probe made from clone 5-1 -1 or from clone 81 did not hybridize to 
"Southern" blots of control human and chimpanzee genomic DNA from uninfected individuals under conditions where 
unique, single-copy genes are detectable. These probes also did not hybridize to Southern blots of control bovine 
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genomic DNA. 

IV.B.4. Expression of the Polypeptide Encoded in a Composite of the HCV cDNAs in Clones 36. 81 and 32 

5 [0298] The HCV polypeptide which is encoded in the ORF which extends through clones 36, 81 and 32 was expressed 
as a fusion polypeptide with SOD. This was accomplished by inserting the composite cDNA, CI 00, into an expression 
cassette which contains the human superoxide dismutase gene, inserting the expression cassette into a yeast expres- 
sion vector, and expressing the polypeptide in yeast. 

[0299] An expression cassette containing the composite CI 00 cDNA derived from clones 36, 81 , and 32, was con- 
10 structed by Inserting the '-1270bp EcoRI fragment into the EcoRl site of the vector pS3-56 (also called pS356), yielding 
the plasmid pSS-SBq^qq. The construction of CI 00 is described in Section iV.A.16, supra. 

[0300] The vector pS3-56, which is a pBR322 derivative, contains an expression cassette which is comprised of the 
ADH2/GAPDH hybrid yeast promoter upstream of the human superoxide dismutase gene, and a downstream GAPDH 
transcription terminator. A similar cassette, which contains these control elements and the superoxide dismutase gene 
IS has been described In Cousens et al. (1 987), and in copending application EPO 1 96,056, published October 1 , 1986, 
which is commonly owned by the herein assignee. The cassette in pS3-56, however, differs from that in Cousens et 
al. (1987) in that the heterologous proinsutin gene and the immunoglobulin hinge are deleted, and in that the gln^54 of 
the superoxide dismutase is followed by an adaptor sequence which contains an EcoRl site. The sequence of the 
adaptor is: 

20 

5'-AAT TTG GGA ATT CCA TAA TGA G -3' 

AC CCT TAA GGT ATT ACT GAG CT 

25 

The EcoRl site allows the Insertion of heterologous sequences which, when expressed from a vector containing the 
cassette, yield polypeptides which are fused to superoxide dismutase via an oligopeptide linker containing the amino 
acid sequence: 

30 

-8sn-leu*9ly-ile-arg-. 

[0301] A sample of pS356 has been deposited on 29 April 1988 under the temris of the Budapest Treaty with the 
American Type Culture Collection (ATCC), 12301 Parklawn Dr., Rockville, Maryland 20853, and has been assigned 
35 Accession No. 67683. The ternis and conditions for availability and access to the deposit, and for maintenance of the 
deposit are the same as those specified in Section II. A., for strains containing NANBV-cDNAs. This deposit is intended 
for convenience only, and is not required to practice the present invention in view of the description here. The deposited 
material Is hereby Incorporated herein by reference. 

[0302] After recombinants containing the CI 00 cDNA insert in the correct orientation were Isolated, the expression 
40 cassette containing the C100 cDNA was excised from pS3-56qioo BamHI, and a fragment of '^3400bp which 
contains the cassette was isolated and purified. This fragment was then Inserted Into the BamH I site of the yeast vector 
pAB24. 

[0303] Plasmid pAB24, the significant features of which are shown In Fig. 35, is a yeast shuttle vector which contains 
the complete 2 micron sequence for replication [Broach (1981)] and pBR322 sequences. It also contains the yeast 

45 u RA3 gene derived from plasmid YEp24 [Botstein et al. (1 979)], and the yeast LEU^^ gene derived from plasmid pC1/1 . 
EPO Pub. No. 116,201 . Plasmid pAB24 was constructed by digesting YEp24 with EcoRl and religating the vector to 
remove the partial 2 micron sequences. The resulting plasmid, YEP24deltaRI, was linearized by digestion with Clal 
and ligated with the complete 2 micron plasmid which had been linearized with Clal. The resulting plasmid, pCBou, 
was then digested with Xbal and the 8605 bp vector fragment was gel isolated. This isolated Xbal fragment was ligated 

50 with a 4460 bp Xbal fragment containing the LEU^^* gene isolated from pC1/1 ; the orientation of the LEU^^ gene is In 
the same direction as the URA3 gene. Insertion of the expression was in the unique BamHI site of the pBR322 se- 
quence, thus interrupting the gene for bacterial resistance to tetracycline. 

[0304] The recombinant plasmid which contained the SOD-C100 expression cassette, pAB24C100-3, was trans- 
formed into yeast strain JSC 308, as well as into other yeast strains. The cells were transformed as described by 
55 Hinnen et al. (1978), and plated onto ura-selective plates. Single colonies were inoculated into leu-selective media 
and grown to saturation. The culture was Induced to express the S0D-C1 00 polypeptide (called CI 00-3) by growth in 
YEP containing 1% glucose. 

[0305] Strain JSC 308 Is of the genotype MAT @, Ieu2, ura3(del) DM15 (GAP/ADR1) integrated at the ADR1 locus. 
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In JSC 308, over-expression of the positive activator gene product. ADR1 . results in hyperderepression (relative to an 
ADR1 wild type control) and significantly higher yields of expressed heterologous proteins when such proteins are 
synthesized via an ADH2 UAS regulatory systenn. A sample of JSC 308 has been deposited on 5 May 1988 with the 
ATCC under the conditions of the Budapest Treaty, and has been assigned Accession No. 20879. The temns and 
5 conditions for availability and access to the deposit, and for nnaintenance of the deposit are the same as those specified 
in Section II. A., for strains containing HCV cDNAs. 

[0306] The complete CI 00-3 fusion polypeptide encoded in pAB24C1 00-3 should contain 1 54 amino acids of human 
SOD at the amino-temninus, 5 amino acid residues derived from the synthetic adaptor containing the EcoRI site, 363 
amino acid residues derived from C100 cDNA, and 5 carboxy-terminal amino acids derived from the MS2 nucleotide 
10 sequence adjoining the HCV CDNA sequence In clone 32. (See Section IV.A.7.) The putative amino acid sequence of 
the carboxy-temnlnus of this polypeptide, beginning at the penultimate Ala residue of SOD, is shown in Fig. 36; also 
shown is the nucleotide sequence encoding this portion of the polypeptide. 

IV.B.6. Identification of the Polypeptide Encoded within C100 as an NANBH Associated Antigen 

15 

[0307] The 01 00-3 fusion polypeptide expressed from piasmid pAB24C100-3 in yeast strain JSC 308 was charac- 
terized with respect to size, and the polypeptide encoded within 01 00 was identified as an NANBH-associated antigen 

by its Immunological reactivity with serum from a human with chronic NANBH. 

[0308] The 01 00-3 polypeptide, which was expressed as described in Section iV.B.4., was analyzed as follows. 

20 Yeast JSC 308 cells were transfonned with pAB24, or with pAB2401 00-3, and were induced to express the heterolo- 
gous piasmid encoded polypeptide. The induced yeast cells in 1 ml of culture (ODgso ~20) were pelleted by centrif- 
ugation at 10,000 rpmforl minute, and were lysedby vortexing them vigorously (10 x 1 min) with 2 volumes of solution 
and 1 volume of glass beads (0.2 millimicron diameter). The solution contained 50 mM Tris-HCI, pH 8.0, 1 mM EDTA, 
ImM phenylmethylsulphonyl fluoride (PMSF), and 1 microgram/ml pepstatin. Insoluble material in the lysate, which 

25 includes the 01 00-3 polypeptide, was collected by centrifugation (10,000 rpm for 5 minutes), and was dissolved by 
boiling for 5 minutes In Laemmli SDS sample buffer [See Laemmli (1970)]. An amount of polypeptides equivalent to 
that in 0.3 ml of the induced yeast culture was subjected to electrophoresis through 10% potyacrylamide gels in the 
presence of SDS according to Laemmli (1 970). Protein standards were co-electrophoresed on the gels. Gels containing 
the expressed polypeptides were either stained with Coomassie brilliant blue, or were subjected to "Western" blotting 

30 as described in Section IV.B.2., using serum from a patient with chronic NANBH to detemnine the immunological re- 
activity of the polypeptides expressed from pAB24 and from pAB24C100-3. 

[0309] The results are shown in Fig. 37. In Fig. 37Athe polypeptides were stained with Coomassie brilliant blue. The 
insoluble polypeptlde(s) from JSC 308 transfonned with pAB24 and from two different colonies of JSC transfonned 
with pAB24O100-3 are shown in lane 1 (pAB24), and lanes 2 and 3, respectively. A comparison of lanes 2 and 3 with 
35 lane 1 shows the induced expression of a polypeptide corresponding to a molecular weight of "54,000 daltons from 
JSC 308 transfonned with pAB24O100-3. which is not induced in JSC 308 transfonned with pAB24. This polypeptide 
is Indicated by the arrow. 

[0310] Fig. 37B shows the results of the Western blots of the Insoluble polypeptides expressed in JSC 308 trans- 
fonned with pAB24 (lane 1 ). or with pAB24C1 00-3 (lane 2). The polypeptides expressed from pAB24 were not immu- 
40 nologically reactive with serum from a human with NANBH. However, as indicated by the arrow, JSC 308 transfonned 
with pAB24C100-3 expressed a polypeptide of ~54,000 dalton molecular weight which did react immunologically with 
the human NANBH serum. The other immunologically reactive polypeptides in lane 2 may be degradation and/or 
aggregation products of this "'54,000 dalton polypeptide. 

45 IV.B.6. Purification of Fusion Polypeptide 01 00-3 

[0311] The fusion polypeptide, 01 00-3. comprised of SOD at the N-tennlnus and in-frame 0100 HCV-polypeptlde 
at the C-temninus was purified by differential extraction of the insoluble fraction of the extracted host yeast cells in 
which the polypeptide was expressed. 

50 [0312] The fusion polypeptide, 01 00-3, was expressed in yeast strain JSC 308 transfonned with pAB24C1 00-3, as 
described in Section IV.B.4. The yeast cells were then lysed by homogenizatlon. the insoluble material in the lysate 
was extracted at pH 12.0, and 01 00-3 in the remaining insoluble fraction was solubilized in buffer containing SDS. 
[031 3] The yeast lysate was prepared essentially according to Nagahuma et al. (1 984) . A yeast cell suspension was 
prepared which was 33% cells (v/v) suspended in a solution (Buffer A) containing 20 mM Tris HOI, pH 8.0, 1 mM 

S5 dithiothreitol, and 1 mM phenylmethylsulfonylfluoride (PMSF). An aliquot of the suspension (15 ml) was mixed with an 
equal volume of glass beads (0.45-0.50 mm diameter), and the mixture was vortexed at top speed on a Super Mixer 
(Lab Line Instruments, Inc.) for 8 min. The homogenate and glass beads were separated, and the glass beads were 
washed 3 times with the same volume of Buffer A as the original packed cells. After combining the washes and ho- 
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mogenate, the insoluble material in the lysate was obtained by centrifuging the homogenate at 7,000 x g for 1 5 minutes 
at 4*C, resuspending the pellets in Buffer A equal to twice the volume of original packed cells, and re-pelleting the 
material by centrifugation at 7,000 x g for 15 min. This washing procedure was repeated 3 times. 
[031 4] The insoluble material from the lysate was extracted at pH 1 2.0 as follows. The pellet was suspended In buffer 

5 containing 0.5 M NaCI, 1 mM EDTA, where the suspending volume was equal to 1 .8 times the of the original packed 
cells. The pH of the suspension was adjusted by adding 0.2 volumes of 0.4 M Na phosphate buffer, pH 12.0. After 
mixing, the suspension was centrifuged at 7,000 x g for 15 min at 4'*C, and the supernatant removed. The extraction 
was repeated 2 times. The extracted pellets were washed by suspending them in 0.5 M NaCI, 1 mM EDTA, using a 
suspension volume equal to two volumes of the original packed cells, followed by centrifugation at 7,000 x g for 15 

10 min at 4^C. 

[031 5] The CI 00-3 polypeptide in the extracted pellet was soiubilized by treatment with SDS. The pellets were sus- 
pended in Buffer A equal to 0.9 volumes of the original packed cell volume, and 0.1 volumes of 2% SDS was added. 
After the suspension was mixed, it was centrifuged at 7,000 x g for 15 min at 4'*C. The resulting pellet was extracted 
3 more times with SDS. The resulting supernatants, which contained CI 00-3 were pooled. 
15 [0316] This procedure purifies CI 00-3 more than 10-fold from the insoluble fraction of the yeast homogenate, and 
the recovery of the polypeptide is greater than 50%., 

[0317] The purified preparation of fusion polypeptide was analyzed by polyacrylamide gel electrophoresis according 
to Laemmli (1970). Based upon this analysis, the polypeptide was greater than 80% pure, and had an apparent mo- 
lecular weight of ~54,000 daltons. 

20 

IV.C. Identiftoation of RNA in Infected Individuals Which Hybridizes to HCV cDNA. 

IV.C.1 . Identification of RNA in the Liver of a Chimpanzee With NANBH Which Hybridizes to HCV cDNA. 

25 [0318] RNA from the liver of a chimpanzee which had NANBH was shown to contain a species of RNA which hy- 
bridized to the HCV cDNA contained within clone 81 by Northern blotting, as follows. 

[0319] RNA was isolated from a liver biopsy of the chimpanzee from which the high titer plasma was derived (see 
Section IV.A.1.) using techniques described in Maniatis et al. (1982) for the isolation of total RNA from mammalian 
cells, and for its separation into poly A+ and poly A* fractions. These RNA fractions were subjected to electrophoresis 

30 on a formaldehyde/agarose gel (1% wAr), and transferred to nitrocellulose. (Maniatis et al. (1 982)). The nitrocellulose 
filters were hybridized with radiolabeled HCV CDNA from clone 81 (see Fig. 4 for the nucleotide sequence of the insert.) 
To prepare the radiolabeled probe, the HCV cDNA insert isolated from clone 81 was radiolabeled with ^^p by nick 
translation using DNA Polymerase I (Maniatis et al. (1982)). Hybridization was for 18 hours at 42*C in a solution Con- 
taining 1 0% (wA^) Dextran sulphate. 50% (wA/) deionized fomriamide, 750 mM NaCI, 75 mM Na citrate, 20 mM Na2HP04, 

35 pH 6.5, 0.1% SDS, 0.02% (wA/) bovine serum albumin (BSA), 0.02% (w/v) Ficoll-400, 0.02% (wA^) polyvinylpyrrolidone, 
1 00 micrograms/ml salmon sperm DNA which had been sheared by sonication and denatured, and 1 0® CPM/ml of the 
nick-translated CDNA probe. 

[0320] An autoradiograph of the probed filter is shown in Fig. 38. Lane 1 contains ^P-labeled restriction fragment 
mariners. Lanes 2-4 contain chimpanzee liver RNA as follows: lane 2 contains 30 micrograms of total RNA; lane 3 
40 contains 30 micrograms of poly A- RNA; and lane 4 contains 20 micrograms of poly A+ RNA. As shown In Fig. 38, the 
liver of the chimpanzee with NANBH contains a heterogeneous population of related poly A+ RNA molecules which 
hybridizes to the HCV CDNA probe, and which appears to be from about 5000 nucleotides to about 1 1 ,000 nucleotides 
in size. This RNA, whbh hybridizes to the HCV cDNA, could represent viral genomes and/or specific transcripts of the 
viral genome. 

45 [0321] The experiment described in Section IV.C.2., infra, is consistent with the suggestion that HCV contains an 
RNA genome. 

IV.C.2. Identification of HCV Derived RNA in Serum from Infected Individuals. 

50 [0322] Nucleic acids were extracted from particles isolated from high titer chimpanzee NANBH plasma as described 
in Section IV.A.1 .. Aliquots (equivalent to 1 ml of original plasma) of the isolated nucleic acids were resuspended in 20 
microliters 50 mM Hepes, pH 7.5, 1 mm EDTA and 1 6 micrograms/ml yeast soluble RNA. The samples were denatured 
by boiling for 5 minutes followed by immediate freezing, and were treated with RNase A (5 microliters containing 0.1 
mg/ml RNase A in 25 mM EDTA, 40 mM Hepes, pH 7.5) or with DNase I (5 microliters containing 1 unit DNase I in 10 

55 mM MgClg, 25 mM Hepes, pH 7.5); control samples were incubated without enzyme. Following incubation, 230 micro- 
liters of ice-cold 2XSSC containing 2 micrograms/ml yeast soluble RNA was added, and the samples were filtered on 
a nitrocellulose filter. The filters were hybridized with a cDNA probe from clone 81, which had been ^P-labeled by 
nick-translation. Fig. 39 shows an autoradiograph of the filter. Hybridization signals were detected In the DNase treated 
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and control samples (lanes 2 and 1 , respectively), but were not detected in the RNase treated sample (lane 3). Thus, 
since RNase A treatment destroyed the nucleic acids isolated from the particles, and DNase I treatment had no effect, 
the evidence strongly suggests that the HCV genome is composed of RNA. 

5 IV.C.3. Detection of Amplified HCV Nucleic Acid Sequences derived from HCV Nucleic Acid Sequences in Liver and 
Plasma Specimens from Chimpanzees with NANBH 

[0323] HCV nucleic acids present in liver and plasma of chimpanzees with NANBH, and in control chimpanzees, 
were amplified using essentially the polymerase chain reaction (PCR) technique described by Saiki et al. (1 986). The 
10 primer oligonucleotides were derived from the HCV cDNA sequences in clone 81 , or clones 36 and 37. The amplified 
sequences were detected by gel electrophoresis and Southern blotting, using as probes the appropriate cDNA oligomer 
with a sequence from the region between, but not including, the two primers. 

[0324] Samples of RNA Containing HCV sequences to be examined by the amplification system were isolated from 
liver biopsies of three chimpanzees with NANBH, and from two control chimpanzees. The isolation of the RNA fraction 

IS was by the guanidinium thiocyanate procedure described in Section IV,C.1 . 

[0325] Samples of RNA which were to be examined by the amplification system were also isolated from the plasmas 
of two chimpanzees with NANBH, and from one control chimpanzee, as well as from a pool of plasmas from control 
chimpanzees. One infected chimpanzee had a CID/ml equal to or greater than 1 0^, and the other infected chimpanzee 
had a CID/ml equal to or greater than 10^. 

20 [0328] The nucleic acids were extracted from the plasma as follows. Either 0.1 ml or 0.01 ml of plasma was diluted 
to a final volume of 1 .0 ml, with a TENB/proteinase K/SDS solution (0.05 M Tris-HCL, pH 8.0, 0.001 M EDTA, 0.1 M 
NaCI, 1 mg/ml Proteinase K, and 0.5% SDS) containing 10 micrograms/ml polyadenylic acid, and incubated at37'C 
for 60 minutes. After this proteinase K digestion, the resultant plasma fractions were deproteinized by extraction with 
TE (1 0.0 mM Tris-HCi, pH 8.0, 1 mM EDTA) saturated phenol. The phenol phase was separated by centrif ugation, and 

25 was reextracted with TENB containing 0.1% SDS. The resulting aqueous phases from each extraction were pooled, 
and extracted twice with an equal volume of phenol/chloroform/isoamyl alcohol [1:1(99:2)], and then twice with an 
equal volume of a 99:1 mixture of chloroform/isoamyl alcohol. Following phase separation by centrif ugation, the aque- 
ous phase was brought to a final concentration of 0.2 M Na Acetate, and the nucleic acids were precipitated by the 
addition of two volumes of ethanol. The precipitated nucleic acids were recovered by ultracentrif ugation in a SW 41 

30 rotor at 38 K, for 60 minutes at 4 " C. 

[0327] In addition to the above, the high titer chimpanzee plasma and the pooled control plasma alternatively were 
extracted with 50 micrograms of poly A carrier by the procedure of Chomcyzski and Sacchi (1987). This procedure 
uses an acid guanidinium thiocyanate extraction. RNA was recovered by centrifugation at 10,000 RPM for 10 minutes 
at 4''C in an Eppendorf microfuge. 

35 [0328] On two occasions, prior to the synthesis of cDNA in the PCR reaction, the nucleic acids extracted from plasma 
by the proteinase K/SDS/phenol method were further purified by binding to and elution from S and S Elutip-R Columns. 
The procedure followed was according to the manufacturer's directions. 

[0329] The cDNA used as a template for the PCR reaction was derived from the nucleic acids (either total nucleic 
acids or RNA) prepared as described above. Following ethanol precipitation, the precipitated nucleic acids were dried, 

40 and resuspended in DEPC treated distilled water. Secondary structures in the nucleic acids were disrupted by heating 
at 65*C for 10 minutes, and the samples were Immediately cooled on ice. cDNA was synthesized using 1 to 3 micro- 
grams of total chimpanzee RNA from liver, or from nucleic acids (or RNA) extracted from 1 0 to 1 00 microliters of plasma. 
The synthesis utilized reverse transcriptase, and was in a 25 microliter reaction, using the protocol specified by the 
manufacturer, BRL. The primers for cDNA synthesis were those also utilized in the PCR reaction, described below. All 

45 reaction mixtures for cDNA synthesis contained 23 units of the RNAase inhibitor, RNASIN (Fisher/Promega). Following 
cDNA synthesis, the reaction mixtures were diluted with water, boiled for 10 minutes, and quickly chilled on ice. 
[0330] The PCR reactions were performed essentially according to the manufacturer's directions (Cetus-Perkin- 
Elmer), except for the addition of 1 microgram of RNase A. The reactions were carried out in a final volume of 100 
microliters. The PCR was perfomried for 35 cycles, utilizing a regimen of 37*0, 72^*0, and 94*C. 

50 [0331] The primers for cDNA synthesis and for the PCR reactions were derived from the HCV cDNA sequences in 
either clone 81 , clone 36, or clone 37b. (The HCV cDNA sequences of clones 81 , 36, and 37b are shown in Figs. 4, 
5, and 10, respectively.) The sequences of the two 16-mer primers derived from clone 81 were: 

55 5 ' CAA TCA TAG CTG ACA G 3 ' 

and 
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5 • GAT AAC CTC TGC CTG A3'. 

The sequence of the primer from clone 36 was: 

5 

GCA TGT CAT GAT GTA T 3'. 

The sequence of the primer from clone 37b was: 

5' ACA ATA CGT GTG TCA C 3\ 

In the PGR reactions, the primer pairs consisted of either the two 1 6-mers derived from clone 81 , or the 1 6-mer from 

clone 36 and the le-mer from clone 37b. 

[0332] The PGR reaction products were analyzed by separation of the products by alkaline gel electrophoresis, 
*5 followed by Southern blotting, and detection of the amplified HCV-cDNA sequences with a 32p-iabeled Internal oligo- 
nucleotide probe derived from a region of the HCV cDNA which does not overlap the primers. The PGR reaction 
mixtures were extracted with phenol/chlorofomn, and the nucleic acids precipitated from the aqueous phase with salt 
and ethanol. The precipitated nucleic acids were collected by centrlfugation, and dissolved in distilled water. Aliquots 
of the samples were subjected to electrophoresis on 1 .8% alkaline agarose gels. Single stranded DNA of 60, 108, and 
20 161 nucleotide lengths were co-electrophoresed on the gels as molecular weight markers. After electrophoresis, the 
DNAs In the gel were transfen^ed onto Biorad Zeta Probe™ paper. Prehybridization and hybridization, and wash con- 
ditions were those specified by the manufacturer (Biorad). 

[0333] The probes used for the hybridization-detection of amplified HCV cDNA sequences were the following. When 
the pair of PGR primers were derived from clone 81 , the probe was an 1 08-mer with a sequence corresponding to that 

25 which Is located In the region between the sequences of the two primers. When the pair of PGR primers were derived 
from clones 36 and 37b, the probe was the nick-translated HCV cDNA insert derived from clone 35. The primers are 
derived from nucleotides 155-170 of the clone 37b insert, and 206-268 of the clone 36 insert. The 3'-end of the HCV 
cDNA insert in clone 35 overlaps nucleotides 1 -1 86 of the insert in clone 36; and the 5'-end of clone 35 insert overiaps 
nucleotides 207-269 of the insert in clone 37b. (Compare Figs. 5, 8 and 10.) Thus, the cDNA Insert in clone 36 spans 

30 part of the region between the sequences of the clone 36 and 37b derived primers, and Is useful as a probe for the 
amplified sequences which include these primers. 

[0334] Analysis of the RNA from the liver specimens was according to the above procedure utilizing both sets of 
primers and probes. The RNA from the liver of the three chimpanzees with NANBH yielded positive hybridization results 
for amplification sequences of the expected size (161 and 586 nucleotides for 81 and 36 and 37b, respectively), while 
35 the control chimpanzees yielded negative hybridization results. The same results were achieved when the experiment 
was repeated three times. 

[0335] Analysis of the nucleic acids and RNA from plasma was also according to the above procedure utilizing the 
primers and probe from clone 81 . The plasmas were from two chimpanzees with NANBH, from a control chimpanzee, 
and pooled plasmas from control chimpanzees. Both of the NANBH plasmas contained nucleic acids/RNA which yleld- 
40 ed positive results in the PC R amplified assay, while both of the control plasmas yielded negative results. These results 
have been repeatably obtained several times. 

IV.D. Radioimmunoassay for Detecting HGV Antibodies in Serum from Infected Individuals 

45 [0336] Solid phase radioimmunoassays to detect antibodies to HGV antigens were developed based upon Tsu and 
Herzenberg (1980). IVIicrotiter plates (Immulon 2, Removawell strips) are coated with purified polypeptides containing 
HCV epitopes. The coated plates are incubated with either human serum samples suspected of containing antibodies 
to the HCV epitopes, or to appropriate controls. During incubation, antibody, if present, is immunologically bound to 
the solid phase antigen. After removal of the unbound material and washing of the microtrter plates, complexes of 

50 human antibody-NANBV antigen are detected by incubation with '^^^\-\abe\e6 sheep anti-human immunoglobulin. Un- 
bound labeled antibody is removed by aspiration, and the plates are washed. The radioactivity in individual wells is 
determined; the amount of bound human anti-HCV antibody is proportional to the radioactivity in the well. 

IV.D.1. Purification of Fusion Polypeptide SOD-NAN Bi; .i.i. 

55 

[0337] The fusion polypeptide SOD-NANB5.1.1, expressed in recombinant bacteria as described in Section IV.B.1 ., 
was purified from the recombinant E. coll by differential extraction of the cell extracts with urea, followed by chroma- 
tography on anion and cation exchange columns as foltows. 
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[0338] Thawed cells from 1 liter of culture were resuspended In 1 0 ml of 20% (w/v) sucrose containing 0.01 M Tris 
HCI, pH 8.0, and 0.4 ml of 0.5M EDTA, pH 8.0 was added. After 5 minutes at O^C, the mixture was centrifuged at 4,000 
X g for 10 minutes. The resulting pellet was suspended in 10 ml of 25% (w/v) sucrose containing 0.05 M Tris HCI, pH 
8.0, 1 mM phenylmethylsutfonylfluorlde (PMSF) and 1 microgram/ml pepstatin A, followed by addition of 0.5 ml lys- 

5 ozyme (10 mg/ml) and incubation at 0^*0 for 10 minutes. After the addition of 10 ml 1% (v/v) Triton X-100 in 0.05 M 
Tris HCI, pH 8.0, 1 mM EDTA, the mixture was incubated an additional 10 min at 0*C with occasional shaking. The 
resulting viscous solution was homogenized by passage 6 times through a sterile 20-gauge hypodermic needle, and 
centrifuged at 13,000 x g for 25 minutes. The pelleted material was suspended in 5 ml of 0.01 M Tris HCI pH 8.0, and 
the suspension centrifuged at 4,000 x g for 10 minutes. The pellet, which contained SOD-NANB5.1.1 fusion protein, 

10 was dissolved in 5 ml of 6 IVI urea in 0.02 M Tris HCI, pH 8.0, 1 mM dithiothreitol (Buffer A), and was applied to a column 
of Q-Sepharose Fast Flow equilibrated with Buffer A. Polypeptides were eluted with a linear gradient of 0.0 to 0.3 M 
NaCI in Buffer A. After elution, fractions were analyzed by potyacrylamide gel electrophoresis in the presence of SDS 
to determine their content of SOD-NANB5.-1.1. Fractions containing this polypeptide were pooled, and dialyzed against 
6 M urea in 0.02 M sodium phosphate buffer, pH 6.0, 1 mM dithiothreitol (Buffer B). The dialyzed sample was applied 

15 on a column of S-Sepharose Fast Flow equilibrated with Buffer B, and polypeptides eluted with a linear gradient of 0.0 
to 0.3 M NaCl in Buffer B. The fractions were analyzed by polyacrylamide gel electrophoresis for the presence of SOD- 
NANB5.1..,, and the appropriate fractions were pooled. 

[0339] The final preparation of SOD-NANBg.^.., polypeptide was examined by electrophoresis on polyacrylamide 
gels in the presence of SDS. Based upon this analysis, the preparation was more than 80% pure. 

20 

IV.D.2. Purification of Fusion Polypeptide SOD-NANBa i. 

[0340] The fusion polypeptide SOD-NANBg^, expressed in recombinant bacteria as described in Section IV.B.2., 
was purified from recombinant E . coll by differential extraction of the cell extracts with urea, followed by chromatography 
25 on anion and cation exchange columns utilizing the procedure described for the isolation of fusion polypeptide SOD- 
NANB5.1.1 (See Section IV.D.1.). 

[0341] The final preparation of SGD-NANBgi polypeptide was examined by electrophoresis on polyacrylamide gels 
in the presence of SDS. Based upon this analysis, the preparation was more than 50% pure. 

30 IV.D.3. Detection of Antibodies to HCV Epitopes by Solid Phase Radioimmunoassay. 

[0342] Serum samples from 32 patients who were diagnosed as having NANBH were analyzed by radioimmunoassay 
(RIA) to detemnine whether antibodies to HCV epitopes present in fusion polypeptides SOD-NANB5.1.1 and SOD- 
NANBg^ were detected. 

35 [0343] Microtiter plates were coated with SOD-NAN Bg.^.., or SOD-NANBg^ , which had been partially purified accord- 
ing to Sections IV.D.1 . and IV. D. 2., respectively. The assays were conducted as follows. 

[0344] One hundred microliter aiiquots containing 0.1 to 0.5 micrograms of SOD-NAN B5.1.1 orSOD-NANBg^ in 0.125 
M Na borate buffer, pH 8.3, 0.075 M NaCI (BBS) was added to each well of a microtiter plate (Dynatech immulon 2 
Removawell Strips). The plate was incubated at 4*C overnight in a humid chamber, after which, the protein solution 

40 was removed and the wells washed 3 times with BBS containing 0.02% Triton X-1 00 (BBST). To prevent non-specific 
binding, the wells were coated with bovine serum albumin (BSA) by addition of 100 microliters of a 5 mg/ml solution 
of BSA in BBS followed by incubation at room temperature for 1 hour; after this incubation the BSA solution was 
removed. The polypeptides in the coated wells were reacted with serum by adding 100 microliters of serum samples 
diluted 1:100 In 0.01 M Na phosphate buffer, pH 7.2, 0.15 M NaCI (PBS) containing 10 mg/ml BSA, and incubating the 

45 serum containing wells for 1 hr at 37'C. After incubation, the serum samples were removed by aspiration, and the 
wells were washed 5 times with BBST Anti-NANBg..,.., and Anti-NANBg^ bound to the fusion polypeptides was deter- 
mined by the binding of ""^si-iabeled F(ab)2 sheep anti-human IgG to the coated wells. Aiiquots of 100 microliters of 
the labeled probe (specific activity 5-20 microcuries/microgram) were added to each well, and the plates were incubated 
at 37**C for 1 hour, followed by removal of excess probe by aspiration, and 5 washes with BBST. The amount of radi- 

50 oactivity bound in each well was determined by counting in a counter which detects gamma radiation. 

[0345] The results of the detection of anti-NANBs.^.^ and anti-NANBe^ in individuals with NANBH is presented In 
Tablet. 
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Table 1 



15 



30 



Detection of Anti-5-1-1 and Anti-81 in Sera of NANB, HAV and HBV Hepatitis Patients 


Patient Reference Number 


Diagnosis 


S/N 


Anti-5-M 


Anti-81 


1.281 


Chronic NANB, IVD2 


0.77 


4.20 




Chronic NANB, IVD 


1.14 


5.14 




Chronic NANB. IVD 


2.11 


4.05 


2. 291 


AVH3, NANB, Sporadic 


1.09 


1.05 




Chronic, NANB 


33.89 


11.39 




Chronic, NANB 


36.22 


13.67 


3. 301 


AVH, NAMB, IVD 


1.90 


1.54 




Chronic NANB, IVD 


34.17 


30.28 




Chronic NANB. IVD 


32.45 


30.84 


4. 31 


Chronic NANB, PT^ 


16.09 


8.05 


5. 321 


Late AVH MANB, IVD 


0.69 


0.94 




Late AVH NANB, IVD 


0.73 


0.68 


6. 331 


AVH, NANB, IVD 


1.66 


1.96 




AVH. NANB, IVD 


1.53 


0.56 


7. 341 


Chronic NANB, PT 


34.40 


7.55 




Chronic NANB, PT 


45.55 


13.11 




Chronic NANB, PT 


41.58 


13.45 




Chronic NANB, PT 


44.20 


15.48 


8. 351 


AVH NANB, IVD 


31.92 


31.95 




"Healed" recent NANB, AVH 


6.87 


4.45 


9. 36 


Late AVH NANB PT 


11.84 


5.79 


10. 37 


AVH NANB, IVD 


6.52 


1.33 


11.38 


Late AVH NANB, PT 


39.44 


39.18 


12. 39 


Chronic NANB. PT 


42.22 


37.54 


13. 40 


AVH, NANB, PT 


1.35 


1.17 


14. 41 


Chronic NANB? PT 


0.35 


0.28 


15. 42 


AVH, NANB, IVD 


6.25 


2.34 


16. 43 


Chronic NANB, PT 


0.74 


0.61 


17.44 


AVH, NANB, PT 


5.40 


1.83 


18.45 


Chronic, NANB, PT 


0.52 


0.32 


19. 46 


AVH, NANB 


23.35 


4.45 


20. 47 


AVH, Type A 


1.60 


1.35 


21.48 


AVH, Type A 


1.30 


0.66 


22. 49 


AVH, Type A 


1.44 


0.74 


23. 50 


Resolved Recent AVH, Type A 


0.48 


0.56 


24. 51 


AVH, Type A 


0.68 


0.64 




Resolved AVH, Type A 


0.80 


0.65 


25. 52 


Resolved Recent AVH, Type A 


1.38 


1.04 




Resolved Recent AVH, Type A 


0.80 


0.65 


26. 53 


AVH. Type A 


1.85 


1.16 




Resolved Recent AVH, Type A 


1.02 


0.88 


27. 54 


AVH, Type A 


1.35 


0.74 


28. 55 


Late AVH, HBV 


0.58 


0.55 



'Sequential serum samples available from these patients 
2|VE>=lntravenus Drug User 
^AVH=:Acute viral hepatftb 
^PT=Post transfusion 
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Table 1 (continued) 



5 


Detection of Anti-5-1-1 and Anti-81 in Sera of NANB. HAV and HBV Hepatitis Patients 


Patient Reference Number 


Diagnosis 


S/N 


Antl-5-1-1 


Anti-81 




29. 56 


Chronic HBV 


0.84 






30. 57 


Late AVH. HBV 


3.20 


1 -60 




31.58 


Chronic HBV 


0.47 


0.46 


10 


32. 591 


AVH, HBV 


0.73 


0.60 






Kealed AVH. HBV 


0.43 


0.44 




33. 60^ 


AVH, HBV 


1.06 


0.92 






Healed AVH, HBV 


0.75 


0.68 


15 


34. 61 ^ 


AVH, HBV 


1 .66 


U.O 1 




Healed AVH. HBV 


0.63 


0.36 




35. 621 


AVH. HBV 


1.02 


0.73 






Healed AVH, HBV 


0.41 


0.42 




36. 63^ 


AVH, HBV 


1.24 


1.31 


20 




Healed AVH. HBV 


1.55 


0.45 




37. 64^ 


AVH. HBV 


0.82 


0.79 






Healed AVH, HBV 


0.53 


0.37 




38. 651 


AVH, HBV 


0.95 


0.92 






Healed AVH, HBV 


0.70 


0.50 


25 


39. 661 


AVH, HBV 


1.03 


0.68 






Healed AVH. HBV 


1.71 


1.39 



[0346] As seen in Table 1 , 19 of 32 sera from patients diagnosed as having NANBH were positive with respect to 
30 antibodies directed against HCV epitopes present In SOD-NANBs.^.^ and SOD-NANBg^. 

[0347] However, the serum samples which were positive were not equally Immunologically reactive with SOD- 
NANB5.1.1 and SOD-NAN Bqi- Serum samples from patient No. 1 were positive to SOD-NANBei but not to SOD- 
NANB5.1.V Serum samples from patients number 10, 15, and 17 were positive to SOD-NAN 85.1.-1 but not to SOD- 
NANBg^. Serum samples from patients No. 3, 8, 11 , and 12 reacted equally with both fusion polypeptides, whereas 
35 serum samples from patients No. 2, 4, 7, and 9 were 2-3 fold higher in the reaction to SOD-NANBs.^.^ than to SOD- 
NANBq^. These results suggest that NANB^.^.^ and NANBq^ may contain at least 3 different epitopes; i.e., it Is possible 
that each polypeptide contains at least 1 unique epitope, and that the two polypeptides share at least 1 epitope. 

IV.D.4. Specificity of the Solid Phase RIA for NANBH 

40 

[0348] The specificity of the solid phase RIAs for NANBH was tested by using the assay on serum from patients 
infected with HAV or with HBV and on sera from control individuals. The assays utilizing partially purified SOD- 
NANBg.^.^and SOD-NANBsi were conducted essentially as described in Section IV.D.3, except that the sera was from 
patients previously diagnosed as having HAV or HBV, or from individuals who were blood bank donors. The results for 

45 sera from HAV and HBV infected patients are presented in table 1. The RIA was tested using 11 serum specimens 
from HAV infected patients, and 20 serum specimens from HBV infected patients. As shown in table 1 , none of these 
sera yielded a positive immunological reaction with the fusion polypeptides containing BB-NANBV epitopes. 
[0349] The RIA using the NANBg.^.^ antigen was used to detennine immunological reactivity of serum from control 
Individuals. Out of 230 serum samples obtained from the normal blood donor population, only 2 yielded positive reac- 

50 tlons in the RIA (data not shown). It is possible that the two biood donors from whom these serum samples originated 
had previously been exposed to HCV. 

IV.D.5. Reactivity of NANBii .1.1 During the Course of NANBH Infection. 

55 [0350] The presence of anti-NANBs.^.^ antibodies during the course of NANBH Infection of 2 patients and 4 chim- 
panzees was followed using RIA as described in Section IV.D.3. In addition the RIA was used to detemninethe presence 
or absence of anti-NANB5.i.i antibodies during the course of infection of HAV and HBV In infected chimpanzees. 
[0351] The results, which are presented in Table 2, show that with chimpanzees and with humans. anti-NANB5.i.i 
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antibodies were detected following the onset of the acute phase of NANBH Infection. Anti-NANBg.^.^ antibodies were 
not detected in serum samples from chimpanzees infected with either HAV or HBV. Thus anti-NANBs.^.^ antibodies 
serve as a marker for an individual's exposure to HCV. 

5 Table 2 



20 



35 



Seroconversion In Sequential Serum Samples from Hepatitis Patients and Chimpanzees Using 5-1-1 Antigen 


Patient/ Chimp 


Sample Date (Days) (o-inoculation day) 


Hepatitis Viruses 


Anti-5-1-1 (S/N) 


ALT (mu/ml) 


Patient 29 


T8 


NAMR 




11 fin 

1 1 OU 




T-i-iftn 

1 T 1 OU 






AOR 












Patipnt '^n 


1 


MAMR 


1 on 


1 ooU 




T+307 




17 

OH-. 1 / 






T+799 




'^O AR 


cifO 


\ III 1 Iw 1 


n 


MAMR 


u.o/ 


y 




7R 






/ 1 




1 1 o 






i Q 

ly 




1 RA 

1 OH> 




o^.4 1 








MAMR 


1 .UU 


b 




iL 1 




1 .uo 










A RA 


1 o 




1 wO 




OR m 




Wl III 1 1^ o 




MAMR 


1 no 

1 ,Uo 


Q 

o 








1 










1 no 

1 .OC. 


1 ^ 




1 wC7 




1 1 .Of 


o 


wi III 1 1^ t 




MAMR 




1 1 




55 




1 9(> 










D.DU 










1 /.Ol 




r^himn ^ 

^1 III 1 lyi w 


n 


HAW 

riMV 


1 


4 




25 






1i47 










1 O 








1 RQ 


c 
O 


\^\in\\\j o 


Q 


UIA\/ 

nAV 


A OC 












lUO 




A^ 

H 1 




U.o1 


lO 




1 £s3 




1 .od 




fihimn 7 

1 ill 1 lU # 


n 

u 


MAW 


1 17 
1.1/ 


/ 




22 




1 RO 


fiQ 




1 19 




1 .oo 


O 




139 




1.60 




Chimp 8 


0 


HAV 


0.77 


15 




26 




0.98 


130 




74 




1.77 


8 




205 




1.27 


5 


Chimp 9 


-290 


HBV 


1.74 






379 




3.29 


9 




435 




2.77 


6 


Chimp 10 


0 


HBV 


2.35 


8 




111-118 (pool) 




2.74 


96-156 (pool) 




205 




2.05 


9 




240 




1.78. 


13 
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Table 2 (continued) 



Seroconversion In Sequential Serum Samples from Hepatitis Patients and Chimpanzees Using 5-1-1 Antigen 


Patient/ Chimp 


Sample Date (Days) (o-inoculation day) 


Hepatitis Viruses 


Anti-5-1-1 (S/N) 


ALT (mu/ml) 


Chimp 11 


0 


HVB 


1.82 


11 




28-56 (pool) 




1.26 


8-100 (pool) 




169 






9 




223 




0.52 


10 


*T=day of initial sampling 



IV.E. Purification of Polyclonal Serum Antibodies to NANBi^ i.i 

[0352] On the basis of the specific immunological reactivity of the SOD-NANBg.^.^ polypeptide with the antibodies 
15 in serum samples from patients with NANBH, a method was developed to purify serum antibodies which react immu- 
nologically with the epitope(s) in NANB5.1.1. This method utilizes affinity chromatography. Purified SOD-NANB5.1.1 
polypeptide (see Section IV.D.1) was attached to an insoluble support; the attachment is such that the immobilized 
polypeptide retains its affinity for antibody to NANB^.^.^. Antibody in serum samples is absorbed to the matrix-bound 
polypeptide. After washing to remove non-speciflcally bound materials and unbound materials, the bound antibody is 
20 released from the bound SOD-HCV polypeptide by change in pH, and/or by chaotropic reagents, for example, urea. 
[0353] Nitrocellulose membranes containing bound SOD-NANBs.^.^ were prepared as follows. A nitrocellulose mem- 
brane. 2.1 cm Sartorius of 0.2 micron pore size, was washed for 3 minutes three times with BBS. SOD-NANB5.^.i was 
bound to the membrane by incubation of the purified preparation in BBS at room temperature for 2 hours; alternatively 
it was incubated at 4^C overnight. The solution containing unbound antigen was removed, and the filter was washed 
25 three times with BBS for three minutes per wash. The remaining active sites on the membrane were blocked with BSA 
by incubation with a 5 mg/ml BSA solution for 30 minutes. Excess BSA was removed by washing the membrane with 
5 times with BBS and 3 times with distilled water. The membrane containing the viral antigen and BSA was then treated 
with 0.05 M glycine hydrochloride, pH 2.5, 0.10 M NaCI (GlyHCI) for 15 minutes, followed by 3 three minute washes 
with PBS. 

30 [0354] Polyclonal anti-NANBs.^.^ antibodies were isolated by incubating the membranes containing the fusion 
polypeptide with serum from an individual with NANBH for 2 hours. After the incubation, the filters were washed 5 times 
with BBS, and twice with distilled water. Bound antibodies were then eluted from each filter with 5 elutions of GlyHCI, 
at 3 minutes per elution. The pH of the eluates was adjusted to pH 8.0 by collecting each eluate in a test tube containing 
2.0 M Tris HCI, pH 8.0. Recovery of the anti-NANBs.^.^ antibody after affinity chromatography is approximately 50%. 

35 [0355] The nitrocellulose membranes containing the bound viral antigen can be used several times without appre- 
ciable decrease in binding capacity. To reuse the membranes, after the antibodies have been eluted the membranes 
are washed with BBS three times for 3 minutes. They are then stored in BBS at 4*C. 

IV. F. The Capture of HCV Particles from Infected Plasma Using Purified Human Polyclonal Anti-HCV Antibodies; 

40 Hybridization of the Nucleic Acid in the Captured Particles to HCV cDNA 

IV.F.1 . The Capture of HCV Particles from Infected Plasma Using Human Polyclonal Anti-HCV Antibodies 

[0356] Protein-nucleic acid complexes present In infectious plasma of a chimpanzee with NANBH were isolated 
45 using purified human polyclonal anti-HCV antibodies which were bound to polystyrene beads. 

[0357] Polyclonal anti-NANBs.^.^ antibodies were purified from serum from a human with NANBH using the SOD- 
HCV polypeptide encoded in clone 5-1-1. The method for purification was that described In Section IV.E. 
[0358] The purified anti-NANBg.^.^ antibodies were bound to polystyrene beads (1/4" diameter, specular finish, Pre- 
cision Plastic Ball Co., Chicago, Illinois) by incubating each at room temperature overnight with 1 ml of antibodies (1 
50 microgram/ml in borate buffered saline, pH 8.5). Following the overnight incubation, the beads were washed once with 
TBST [50 mM Tris HCI, pH 8.0, 150 mM NaCI, 0.05% (vA^) Tween 20], and then with phosphate buffered saline (PBS) 
containing 10 mg/ml BSA. 

[0359] Control beads were prepared in an identical fashion, except that the purified anti-NANBg.^.^ antibodies were 
replaced with total human immunoglobulin. 
55 [0360] Capture of HCV from NANBH infected chimpanzee plasma using the anti-NANBg..,.! antibodies bound to 
beads was accomplished as follows. The plasma from a chimpanzee with NANBH used is described in Section IV.A. 
1.. An aliquot (1 ml) of the NANBV infected chimpanzee plasma was incubated for 3 hours at 37^C with each of 5 
beads coated with either anti-NANBs.^.^ antibodies, or with control immunoglobulins. The beads were washed 3 times 
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with TBST. 

IV.F.2. Hybridization of the Nucleic Acid in the Captured Particles to NANBV-cDNA 

5 [0361 ] The nucleic acid component released from the particles captured with anti-NANBs.^.^ antibodies was analyzed 
for hybridization to HCV cDNA derived from clone 81 . 

[0362] HCV particles were captured from NANBH infected chimpanzee plasma, as described in 1V.R1. To release 

the nucleic acids from the particles, the washed beads were incubated for 60 min. at 37*C with 0.2 ml per bead of a 
solution containing proteinase k (1 mg/ml), 10 mM Tris HOI, pH 7.5, 10 mM EDTA, 0.25% (wA^) SDS, 10 micrograms/ 

10 ml soluble yeast RNA, and the supernatant solution was removed. The supernatant was extracted with phenol and 
chlorofomn, and the nucleic acids precipitated with ethanol overnight at -20 ""C. The nucleic acid precipitate was col> 
lected by centrifugation, dried, and dissolved in 50 mM Hepes, pH 7.5. Duplicate aliquots of the soluble nucleic acids 
from the samples obtained from beads coated with anti-NANBg.^.^ antibodies and with control beads containing total 
human immunoglobulin were filtered onto to nitrocellulose filters. The filters were hybridized with a ^^p-iabeled, nick- 

IS translated probe made from the purified HCV cDNA fragment in clone 81 . The methods for preparing the probe and 
for the hybridization are described in Section iV.C.1 .. 

[0363] Autoradiographs of a probed filter containing the nucleic acids from particles captured by beads containing 
anti-NANBg.^.^ antibodies are shown in Fig. 40. The extract obtained using the antl-NANBg^^.^ antibody (A^^Ag) gave 
clear hybridization signals relative to the control antibody extract {A3,A4) and to control yeast RNA (Bi,B2). Standards 
20 consisting of 1 pg, 5pg, and 1 0pg of the purified, clone 81 cDNA fragment are shown in C1 -3, respectively. 

[0364] These results demonstrate that the particles captured from NANBH plasma by anti-NANB5.i.i-antibodies 
contain nucleic acids which hybridize with HCV cDNA in clone 81 , and thus provide further evidence that the cDNAs 
in these clones are derived from the etiologic agent for NANBH. 

25 iv.G. Immunological Reactivity of CI 00-3 with Purified Anti-NANB.; .i.i Antibodies 

[0365] The immunological reactivity of C1 00-3 fusion polypeptide with anti-NANBs.^.^ antibodies was detemriined by 
a radioimmunoassay, in which the antigens which were bound to a solid phase were challenged with purified anti- 
NANBs.^.! antibodies, and the antigen-antibody complex detected with i25|-jabeled sheep anti-human antibodies. The 

30 immunological reactivity of CI 00-3 polypeptide was compared with that of SOD-NANBg.^.^ antigen. 

[0366] The fusion polypeptide 01 00-3 was synthesized and purified as described in Section IV.B.5. and in Section 
1V.B.6., respectively. The fusion polypeptide SOD-NANBs.^.^ was synthesized and purified as described in Section IV. 
B.I . and in Section 1V.D.1 respectively. Purified anti-NANBs.^.^ antibodies were obtained as described in Section IV.E. 
[0367] One hundred microliter aliquots containing varying amounts of purified 01 00-3 antigen in 0.1 25M Na borate 

35 buffer, pH 8.3, 0.075M NaCl (BBS) was added to each well of a microtiter plate (Dynatech Immulon 2 Removawell 
Strips). The plate was Incubated at 4°C overnight in a humid chamber, after which, the protein solution was removed 
and the wells washed 3 times with BBS containing 0.02% Triton X-100 (BBST). To prevent non-specific binding, the 
welts were coated with BSA by addition of 1 00 microliters of a 5 mg^ml solution of BSA in BBS followed by incubation 
at room temperature for 1 hour, after which the excess BSA solution was removed. The polypeptides in the coated 

40 wells were reacted with purified anti-NANBg.^.^ antibodies by adding 1 microgram antibody/well, and incubating the 
samples for 1 hr at 37**C. After incubation, the excess solution was removed by aspiration, and the wells were washed 
5 times with BBST. Anti-NANBg.^.^ bound to the fusion polypeptides was determined by the binding of i^^l-labeled F' 
(ab)2 sheep anti-human IgG to the coated wells. Aliquots of 1 00 microliters of the labeled probe (specific activity 5-20 
microcuries/microgram) were added to each well, and the plates were incubated at 37*0 for 1 hour, followed by removal 

45 of excess probe by aspiration, and 5 washes with BBST The amount of radioactivity bound in each well was determined 
by counting in a counter which detects gamma radiation. 

[0368] The results of the immunological reactivity of 01 00 with purified anti-NANBg.^.^ as compared to that of 
NANB5.|.<| with the purified antibodies are shown in Table 3. 

50 Table 3 



immunological Reactivity of 0100-3 compared to NANBg.^.^ by Radioimmunoassay 


AG(ng) 


RIA (cpm/assay) 


400 


320 


240 


160 


60 


0 


NANB5.1., 
0100-3 


7332 
7450 


6732 
6985 


4954 
5920 


4050 
5593 


3051 
4096 


57 
67 
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[0369] The results In Table 3 show that anti-NANBg.^.^ recognizes an epltope(s) in the C100 moiety of the CI 00-3 
polypeptide. Thus NANBg.^.^ and C100 share a common epitope(s). The results suggest that the cDNA sequence 
encoding this NANBV epitope(s) is one which is present in both clone 5-1-1 and in clone 81 . 

5 IV.H. Characterization of HCV 

IV.H.1. Characterization of the Strandedness of the HCV Genome. 

[0370] The HCV genome was characterized with respect to Its strandedness by Isolating the nucleic acid fraction 
10 from particles captured on anti-NANBs.^.^ antibody coated polystyrene beads, and determining whether the isolated 
nucleic acid hybridized with plus and/or minus strands of HCV cDNA. 

[0371] Particles were captured from HCV infected chimpanzee plasma using polystyrene beads coated with immu- 
nopurifled antt-NANBs.^.! antibody as described in Section IV.F.1 . The nucleic acid component of the particles was 
released using the method described In Section IV.F.2. Aliquots of the isolated genomic nucleic acid equivalent to 3 
15 mis of high titer plasma were blotted onto nitrocellulose filters. As controls, aliquots of denatured HCV cDN A from clone 
81 (2 picograms) was also blotted onto the same filters. The filters were probed with 32p-iabeled mixture of plus or 
mixture of minus strands of single stranded DNA cloned from HCV cDNAs; the cDNAs were excised from clones 40b, 
81 , and 25c. 

[0372] The single stranded probes were obtained by excising the HCV cDNAs from clones 81 , 40b, and 25c with 
20 EcoRI, and cloning the cDNA fragments in M13 vectors, mp18 and mp19 [Messing (1983)]. The M13 clones were 
sequenced to detennine whether they contained the plus or minus strands of DNA derived from the HCV cDNAs. 
Sequencing was by the dideoxychain temrilnation method of Sanger et al. (1 977). 

[0373] Each of a set of duplicate filters containing aliquots of the HCV genome isolated from the captured particles 
was hybridized with either plus or minus strand probes derived from the HCV cDN As. Fig. 41 shows the autoradiographs 
25 obtained from probing the NANBV genome with the mixture of probes derived from clones 81, 40b, and 25c. This 
mixture was used to increase the sensitivity of the hybridization assay. The samples in panel I were hybridized with 
the plus strand probe mixture. The samples in panel II were probed by hybridization with the minus strand probe mixture. 
The composition of the samples in the panels of the immunoblot are presented In table 4. 

30 Table 4 



lane 


A 


B 


1 


HCV genome 


* 


2 




* 


3 


* 


cDNA 81 


4 




cDNA 81 



* is an undescribed sample. 



[0374] As seen from the results in Fig. 41 , only the minus strand DNA probe hybridizes with the isolated HCV genome. 
This result, in combination with the result showing that the genome Is sensitive to RNase and not DNase (See Section 
IV.C.2.). suggests that the genome of NANBV is positive stranded RNA. 

[0375] These data, and data from other laboratories concerning the physicochemical properties of a putative NANBV 
(s), are consistent with the possibility that HCV is a member of the Flavivlridae. However, the possibility that HCV 
represents a new class of viral agent has not been eliminated. 

45 

IV.H.2. Detection of Sequences in Captured Particles Which When Amplified by PCR Hybridize to HCV cDNA Derived 
from Clone 81 

^ [0376] The RNA In captured particles was obtained as described in Section 1 V.H.I. The analysis for sequences which 
hybridize to the HCV cDNA derived from clone 81 was carried out utilizing the PCR amplification procedure, as de- 
scribed in Section IV.C.3, except that the hybridization probe was a kinased oligonucleotide derived from the clone 81 
cDNA sequence. The results showed that the amplified sequences hybridized with the clone 81 derived HCV cDNA 
probe. 

55 
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IV.H.3. Homology Between the Non-Structural Protein of Dengue Flavivirus (MNWWVD1) and the HCV Polypeptides 
Encoded by the Combined ORF of Clones 141 Through 39c 

[0377] The combined HCV cDNAs of clones 14i through 39c contain one continuous ORF, as shown in Fig. 26. The 
5 polypeptide encoded therein was analyzed for sequence homology with the region of the non-structural polypeptide 
(s) in Dengue flavivirus (MNWVD1). The analysis used the Dayhoff protein data base, and was perfonned on a com- 
puter. The results are shown in Fig. 42, where the symbol (:) indicates an exact homology, and the symbol (.) indicates 
a conservative replacement in the sequence; the dashes indicate spaces inserted into the sequence to achieve the 
greatest homologies. As seen from the figure, there is significant homology between the sequence encoded in the 
10 HCV cDNA, and the non-stmctural polypeptide(s) of Dengue virus. In addition to the homology shown in Fig. 42, 
analysis of the polypeptide segment encoded in a region towards the 3'-end of the cDNA also contained sequences 
which are homologous to sequences in the Dengue polymerase. Of consequence is the finding that the canonical Gty- 
Asp-Asp (GDD) sequence thought to be essential for RNA-dependent RN A polymerases is contained in the polypeptide 
encoded in HCV cDNA, in a location which is consistent with that in Dengue 2 virus. (Data not shown.) 

15 

IV.H.4. HCV-DNA is Not Detectable in NANBH Infected Tssue 

[0378] Two types of studies provide results suggesting that HCV-DNA is not detectable in tissue from an individual 
with NANBH. These results, in conjunction with those described in IV.C. and IV.H.1 . and IV.H.2. provide evidence that 
20 HCV Is not a DNA containing virus, and that Its replication does not involve cDNA. 

IV.H.4.a. Southern Blotting Procedure 

[0379] In order to detemiine whether NANBH infected chimpanzee liver contains detectable HCV-DNA (or HCV- 

25 cDNA), restriction enzyme fragments of DNA isolated from this source was Southern blotted, and the blots probed 
with 32p-iabeled HCV cDNA. The results showed that the labeled HCV cDNA did not hybridize to the blotted DNA from 
the infected chimpanzee liver. It also did not hybridize to control blotted DNA from nomrial chimpanzee liver. In contrast, 
in a positive control, a labeled probe of the beta-interferon gene hybridized strongly to Southern blots of restriction 
enzyme digested human placental DNA. These systems were designed to detect a single copy of the gene which was 

30 to be detected with the labeled probe. 

[0380] DNAs were isolated from the livers of two chimpanzees with NANBH. Control DNAs were isolated from un- 
infected chimpanzee liver, and from human placentas. The procedure for extracting DNA was essentially according to 
Maniatis et al. (1982), and the DNA samples were treated with RNAse during the isolation procedure. 
[0381] Each DNA sample was treated with either EcoRI, Mbol, or Hindi (12 micrograms), according to the manu- 

35 facturer's directions. The digested DNAs were electrophoresed on 1% neutral agarose gels, Southern blotted onto 
nitrocellulose, and the blotted material hybridized with the appropriate nick-translated probe cDNA (3 x 10^ cpm/ml of 
hybridization mix). The DNA from infected chimpanzee liver and nomial liver were hybridized with ^P-labeled HCV 
cDNA from clones 36 plus 81; the DNA from human placenta was hybridized with 32p-|abeled DNA from the beta- 
interferon gene. After hybridization, the blots were washed under stringent conditions, I.e., with a solution containing 

40 0.1 X SSC. 0.1% SDS, at SS'^C. 

[0382] The beta-interferon gene DNA was prepared as described by Houghton et al (1981). 

lV.H.4.b. Amplification by the PGR Technique 

45 [0383] In order to detemiine whether HCV-DNA could be detected in liver from chimpanzees with NANBH, DNA was 
isolated from the tissue, and subjected to the PCR amplification-detection technique using primers and probe polynu- 
cleotides derived from HCV cDNA from clone 81 . Negative controls were DNA samples isolated from uninfected HepG2 
tissue culture cells, and from presumably uninfected human placenta. Positive controls were samples of the negative 
control DNAs to which a known relatively small amount (250 molecules) of the HCV cDNA Insert from clone 81 was 

50 added. 

[0384] In addition, to confirm that RN A fractions isolated from the same livers of chimpanzees with NANBH contained 
sequences complementary to the HCV-cDNA probe, the PCR amplification-detection system was also used on the 
isolated RNA samples. 

[0385] In the studies, the DNAs were isolated by the procedure described in Section IV.H.4.a. and RNAs were ex- 
55 tracted essentially as described by Chirgwin et al. (1981). 

[0386] Samples of DNA were isolated from 2 infected chimpanzee livers, from uninfected HepG2 cells, and from 
human placenta. One microgram of each DNA was digested with Hindlll according to the manufacturer's directions. 
The digested samples were subjected to PCR amplification and detection for amplified HCV cDNA essentially as de- 
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scribed in Section IV.C.3., except that the reverse transcriptase step was onriitted. The PGR primers and probe were 
from HCV cDNA clone 81 , and are described in Section IV.C.3.. Prior to the amplification, for positive controls, a one 
microgram sample of each ONA was "spiked" by the addition of 250 molecules of HCV cDNA Insert Isolated from clone 
81. 

5 [0387] In order to determine whether HCV sequences were present in RNA isolated from the livers of chimpanzees 
with NANBH, samples containing 0.4 micrograms of total RNA were subjected to the amplification procedure essentially 
as described In Section IV.C.3., except that the reverse transcriptase was omitted from some of the samples as a 
negative control. The PGR primers and probe were from HCV cDNA clone 81 , as described supra. 
[0388] The results showed that amplified sequences complementary to the HCV cDNA probe were not detectable 

10 in the DNAs from infected chimpanzee liver, nor were they detectable in the negative controls. In contrast, when the 
samples, Including the DNA from infected chimpanzee liver, was spiked with the HCV cDNA prior to amplification, the 
clone 81 sequences were detected in all positive control samples. In addition, in the RNA studies, amplified HCV cDNA 
clone 81 sequences were detected only when reverse transcriptase was used, suggesting strongly that the results 
were not due to a DNA contamination. 

15 [0389] These results show that hepatocytes from chimpanzees with NANBH contain no, or undetectable levels, of 
HCV DNA. Based upon the spiking study, If HCV DNA is present, it is at a level far below .06 copies per hepatocyte. 
In contrast, the HCV sequences in total RNA from the same liver samples was readily detected with the PCR technique. 

IVI. ELISA Detemninations for HCV Infection Using HCV clOO-S As Test Antigen 

20 

[0390] All samples were assayed using the HCV c100-3 ELISA. This assay utilizes the HCV c100-3 antigen (which 
was synthesized and purified as described in Section IVB.5), and a horseradish peroxidase (HRP) conjugate of mouse 
monoclonal anti-human IgG. 

[0391] Plates coated with the HCV c100-3 antigen were prepared as follows. A solution containing Coating buffer 
25 (50mM Na Borate, pH 9.0), 21 ml/plate, BSA (25 micrograms/ml), c1 00-3 (2.50 micrograms/ml) was prepared just prior 
to addition to the Removeawell Immulon I plates (Dynatech Corp.). After mixing for 5 minutes, 0.2ml/well of the solution 
was added to the plates, they were covered and incubated for 2 hours at 37**C, after which the solution was removed 
by aspiration. The wells were washed once with 400 microliters Wash Buffer (1 00 mM sodium phosphate, pH 7.4, 1 40 
mM sodium chloride, 0.1% (W/V) casein, 1% (W/V) Triton x-1 00, 0.01% (W/V) Thimerosal). After removal of the wash 
30 solution, 200 microliters/well of Postcoat solution (10 mM sodium phosphate. pH 7.2, 150 mM sodium chloride. 0.1% 
(w/v) casein and 2 mM phenylmethylsulfonylfluoride (PMSF)) was added, the plates were loosely covered to prevent 
evaporation, and were allowed to stand at room temperature for 30 minutes. The wells were then aspirated to remove 
the solution, and lyophilized dry overnight, without shelf heating. The prepared plates may be stored at 2-8^C in sealed 
aluminum pouches. 

35 [0392] In order to perfomi the ELISA determination, 20 microliters of serum sample or control sample was added to 
a well containing 200 microliters of sample diluent (100 mM sodium phosphate, pH 7.4, 500 mM sodium chloride, 1 
mM EDTA, 0.1% (WA/) Casein, 0.015 (WA^) Therosal, 1% (WA/) Triton X-100, 100 micrograms/ml yeast extract). The 
plates were sealed, and Incubated at 37*'C for two hours, after which the solution was removed by aspiration, and the 
wells were washed with 400 microliters of wash buffer (phosphate buffered saline (PBS) containing 0.05% Tween 20). 

40 The washed wells were treated with 200 microliters of mouse anti-human IgG-HRP conjugate contained In a solution 
of Ortho conjugate diluent (1 0 mM sodium phosphate, pH 7.2, 1 50 mM sodium chloride, 50% (VA/) fetal bovine serum, 
1% (V/V) heat treated horse serum, 1 mM KaFe (GN)6, 0.05% (WA/) Tween 20, 0.02% (W/V) Thimerosal). Treatment 
was for 1 hour at 37^C, the solution was removed by aspiration, and the wells were washed with wash buffer, whk^h 
was also removed by aspiration. To detennine the amount of bound enzyme conjugate, 200 microliters of substrate 

45 solution (1 0 mg 0-phenylenediamine dihydrochloride per 5 ml of Developer solution) was added. Developer solution 
contains 50 mM sodium citrate adjusted to pH 5.1 with phosphoric acid, and 0.6 microliters/ml of 30% H2O2. The plates 
containing the substrate solution were incubated in the dark for 30 minutes at room temperature, the reactions were 
stopped by the addition of 50 microliters/ml 4N sulfuric acid, and the CDs detemiined. 

[0393] The examples provided below show that the microtiter plate screening ELISA which utilizes HCV c100-3 
50 antigen has a high degree of specificity, as evidenced by an initial rate of reactivity of about 1%, with a repeat reactive 
rate of about 0.5% on random donors. The assay is capable of detecting an immunoresponse in both the post acute 
phase of the infection, and during the chronic phase of the disease. In addition, the assay Is capable of detecting some 
samples which score negative in the surrogate tests for NANBH; these samples come from individuals with a history 
of NANBH, or from donors implicated in NANBH transmission. 
55 [0394] In the examples described below, the following abbreviations are used: 

ALT Alanine amino transferase 

Anti-HBc Antibody against HBc 
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Anti-HBsAg 


Antibody against HBsAg 




HBc 


Hepatitis B core antigen 




ABsAg 


IHepatitis B surface antigen 




IgG 


Immunoglobulin G 


5 


igM 


Immunoglobulin M 




lU/L 


International units/Liter 




NA 


Not available 




NT 


Not tested 




N 


Sample size 


10 


Neg 


Negative 




OD 


Optical density 




Pos 


Positive 




S/CO 


Signal/cutoff 




SD 


Standard deviation 


15 


X 


Average or mean 




WNL 


Within nomnal limits 



IV.L1 . HCV Infection in a Population of Random Blood Donors 

20 [0395] A group of 1 ,056 samples (fresh sera) from random blood donors were obtained from Irwin Memorial Blood 

Bank, San Francisco, California. The test results obtained with these samples are summarized in a histogram showing 
the distribution of the OD values (Fig. 43). As seen in Fig. 43, 4 samples read >3, 1 sample reads between 1 and 3, 5 
samples read between 0.4 and 1 , and the remaining 1 ,046 samples read <0.4, with over 90% of these samples reading 
<0.1. 

25 [0396] The results on the reactive random samples are presented in Table 5. Using a cut-off value equal to the mean 
plus 5 standard deviations, ten samples out of the 1 ,056 (0.95%) were initially reactive. Of these, five samples (0.47%) 
repeated as reactive when they were assayed a second time using the ELISA. Table 5 also shows the ALT and Anti- 
HBd status for each of the repeatedly reactive samples. Of particular interest is the fact that all five repeat reactive 
samples were negative in both surrogate tests for NANBH, while scoring positive in the HCV ELISA. 

30 



TABLE 5 



35 



40 



45 



50 



RESULTS ON REACTIVE RANDOM SAMPLES 


N = 1051 








X = 0.049* 








SD = ± 0.074 








Cut-off: X + 5SD = 0.419 (0.400 + Negative Control) 






Samples 


Initial Reactives OD 


Repeat Reactives OD 


ALT** 


Anti HBc*** 








(lU/L) 


(OD) 


4227 


0.462 


0.084 


NA 


NA 


6292 


0.569 


0.294 


NA 


NA 


6188 


0.699 


0.326 


NA 


NA 


6157 


0.735 


0.187 


NA 


NA 


6277 


0.883 


0.152 


NA 


NA 


6397 


1.667 


1.392 


30.14 


1.433 


6019 


>3.000 


>3.000 


46.48 


1.057 


6651 


>3.000 


>3.000 


48.53 


1.343 


6669 


>3.000 


>3.000 


60.53 


1.165 


4003 


>3.000 


3.000 


WNL**** 


Negative 




10/1056 = 0.95% 


5/1056=0.47% 







* Samples reading >1 .5 were not included in calculating the Mean and SD 
" ALT ^ 68 lU/L fe atxjve normal limits. 



55 Anti-HBc ^ 0.535 (competition assay) is considered positive. 

WNU Within normal limits. 
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I V.I. 2. Chimpanzee Serum Samples 

[0397] Serum samples from eleven chimpanzees were tested with the HCV c100-3 ELISA. Four of these chimpan- 
zees were infected with NANBH from a contaminated batch of Factor VIII (presumably Hutchinson strain), following 
an established procedure in a collaboration with Dr. Daniel Bradley at the Centers for Disease Control. As controls, 
four other chimpanzees were infected with HAV and three with HBV. Serum samples were obtained at different times 
after infection. 

[0398] The results, which are summarized in Table 6, show documented antibody seroconversion in all chimpanzees 
infected with the Hutchinson strain of NANBH. Following the acute phase of infection (as evidenced by the significant 
rise and subsequent return to nomnal of ALT levels), antibodies to HCV c100-3 became detectable in the sera of the 
4/4 NANBH infected chimpanzees. These samples had previously been shown, as discussed in Section IV.B.3., to be 
positive by a Western analysis, and an RIA. In contrast, none of the control chimpanzees which had been Infected with 
HAV or HBV showed evidence of reactivity in the ELISA. 



TABLE 6 



CHIMPANZEE SERUM SAMPLES 




OD 


s/co 


INOCULATION 


BLEED DATE 


ALT (lU/L) 


TRANSFUSED 








DATE 








IN COM live 














CONTROL 














POSITIVE 


1.504 












CONTROL 














CUTOFF 


0.401 












Chimp 1 


-0.007 


0.00 


05/24/81 


05/21/84 


9 


NANB 




0.003 


0.01 




08/07/81 


71 






>3.000 


>7.48 




09/1 8/84 


19 






>3.000 


>7.48 




10/24/84 


— 




Chimp 2 


— 


— 


06/07/84 


— 


— 


NANB 




-0.003 


0.00 




05/31/84 


5 






-0.005 


0.00 




06/28/84 


52 






0.945 


2.36 




08/20/84 


13 






>3.000 


>7.48 




10/24/84 


— 




Chimp 3 


0.005 


0.01 


03/14/85 


03/14/85 


8 


NANB 


0.017 


0.04 




04/26/85 


205 






0.006 


0.01 




05/06/85 


14 






1.010 


2.52 




08/20/85 


6 




Chimp 4 


-0.006 


0.00 


03/11/85 


03/11/85 


11 


NANB 


0.003 


0.01 




05/09/85 


132 






0.523 


1.31 




06/06/85 








1.574 


3.93 




08/01/85 






Chimp 5 


-0.006 


0.00 


11/21/80 


11/21/80 


4 


HAV 


0.001 


0.00 




12/16/80 


147 






0.003 


0.01 




12/30/80 


18 






0.006 


0.01 




07/29 - 08/21/81 


5 




Chimp 6 






05/25/82 






HAV 




-0.005 


0.00 




05/17/82 








0.001 


0.00 




06/10/82 


106 






-0.004 


0.00 




07/06/82 


10 






0.290 


0.72 




10/01/82 






Chimp 7 


-0.008 


0.00 


05/25/82 


05/25/82 


7 


HAV 




-0.004 


0.00 




06/17/82 


83 






-0.006 


0.00 




09/16/82 


5 






0.005 


0.01 




10/09/82 







50 



EP 0 318 216 B2 



TABLE 6 (continued) 



5 



10 



20 



CHIMPANZEE SERUM SAMPLES 




OD 


S/CO 


INOCULATION 
DATE 


BLEED DATE 


ALT (lU/L) 


TRANSFUSED 


Chimp 8 


-0.007 


0.00 


11/21/80 


11/21/80 


15 


INV 




0.000 


0.00 




12/16/80 


130 






0.004 


0.01 




02/03/81 


8 






0.000 


0.00 




08/03-06/10/81 


4.5 




Chimp 9 


— 

0.019 

— 


— 

0.05 

— 


07/24/80 


— 

08/22 - 1 0/1 0/79 
03/11/81 


— 
57 


HBV 




0.015 


0.01 




07/01 ' 08/05/81 


9 






0.008 


0.02 




10/01/81 


6 




Chimp 1 0 


— 
0.011 


— 
0.03 


05/12/82 


— 

04/21 -05/12/82 


— 
9 


HBV 




0.015 


0.04 




09/01 - 09/08/82 


126 






0.008 


0.02 




12/02/82 


9 






0.010 


0.02 




01/06/83 


13 




Chimp 11 






05/12/82 






HBV 




0.000 


0.00 




01/06-05/12/82 


11 












06/23/82 


100 






-0.003 


0.00 




06/09 - 07/07/82 








- 0.003 


0.00 




10/28/82 


9 






-0.003 


0.00 




12/20/82 


10 





IV.1.3. Panel 1: Proven Infectious Sera from Chronic Human NANBH Carriers 
30 

[0399] A coded panel consisted of 22 unique samples, each one in duplicate, for a total of 44 samples. The samples 
were from proven infectious sera from chronic NANBH can-lers, infectious sera from implicated donors, and infectious 
sera from acute phase NANBH patients. In addition, the samples were from highly pedigreed negative controls, and 
other disease controls. This panel was provided by Dr. H. Alter of the Department of Health and Human Services, 
^ National Institutes of Health, Bethesda, Maryland. The panel was constructed by Dr. Alter several years ago, and has 
been used by Dr. Alter as a qualifying panel for putative NANBH assays. 

[0400] The entire panel was assayed twice with the ELISA assay, and the results were sent to Dr. Alter to be scored. 
The results of the scoring are shown in Table 7. Although the Table reports the results of only one set of duplicates, 
the same values were obtained for each of the duplicate samples. 

^ [0401] As shown in Table 7, 6 sera which were proven infectious in a chimpanzee model were strongly positive. The 
seventh infectious serum corresponded to a sample for an acute NANBH case, and was not reactive In this ELISA. A 
sample from an implicated donor with both nomnal ALT levels and equivocal results in the chimpanzee studies was 
non-reactive in the assay. Three other serial samples from one individual with acute NANBH were also non-reactive. 
All samples coming from the highly pedigreed negative controls, obtained from donors who had at least 10 blood 

^ donations without hepatitis implication, were non-reactive in the ELISA. Finally, four of the samples tested had previ- 
ously scored as positive in putative NANBH assays developed by others, but these assays were not confinnable. These 
four samples scored negatively with the HCV ELISA. 



TABLE 7 



50 



H. ALTER'S PANEL 1: 


PANEL 


1ST RESULT 


2ND RESULT 


1) 


PROVEN INFECTIOUS BY CHIMPANZEE TRANSMISSION 








A. 


CUROUIC NANB; POST-TX 










JF 


+ 


+ 






EB 
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TABLE 7 (continued) 



10 



15 



20 



25 



30 



35 



H. ALTERS PANEL 1: 


PANEL 


1ST RESULT 


2ND RESULT 






PG 


+ 


+ 




B. 


IMPLICATED DONORS WITH ELEVATED ALT 










BC 


+ 


+ 






JJ 


+ 


+ 






BB 


+ 


+ 




C. 


ACUTE NANB; POST-TX 










Wll 


- 


- 




EQUIVOCALLY INFECTIOUS BY CHIMPANZEE TRANSMISSION 








A. 


IMPLICATED DONOR WITH NORMAL ALT 










CC 


- 








JL WEEK 1 


- 


- 






JL WEEK 2 


- 


- 






JL WEEK 3 


- 


- 


**} 


DISEASE CONTROLS 








A. 


PRIMARY BILIARY CIRRHOSIS 










EK 








B. 


ALCOHOLIC HEPATITIS IN RECOVERY 










HB 


- 


- 




PEDIGREED NEGATIVE CONTROLS 










DH 


- 








DC 


- 


- 






LV 










ML 










All 






6) 


POTENTIAL NANB "ANTIGENS" 










JS-80-01T-0 (ISHIDA) 










ASTERIX ( TREPO) 










ZURTZ (ARNOLD) 










BECASSDINE (TREPO) 







IV.1.4. Panel 2: Donor/Recipient NANBH 



[0402] The coded panel consisted of 10 unequivocal donor-recipient cases of transfusion associated NANBH, with 
a total of 1 88 samples. Each case consisted of samples of some or all the donors to the recipient, and of serial samples 
(drawn 3. 6, and 1 2 months after transfusion) from the recipient. Also included was a pre*bleed, drawn from the recipient 
before transfusion. The coded panel was provided by Dr. H. Alter, from the NIH, and the results were sent to him for 
scoring. 

[0403] The results, which are summarized in Table 8, show that the ELISA detected antibody seroconversion in 9 of 
10 cases of transfusion associated NANBH. Samples from case 4 (where no seroconversion was detected), consist- 
ently reacted poorly in the ELISA. Two of the 1 0 recipient samples were reactive at 3 months post transfusion. At six 
months, 8 recipient samples were reactive; and at twelve months, with the exception of case 4, all samples were 
reactive. In addition, at least one antibody positive donor was found in 7 out of the 10 cases, with case 10 having two 
positive donors. Also, in case 1 0, the recipient's pre-bleed was positive for HCV antibodies. The one month bleed from 
this recipient dropped to borderline reactive levels, while it was elevated to positive at 4 and 1 0 month bleeds. Generally, 
a S/CO of 0.4 is considered positive. Thus, this case may represent a prior infection of the individual with HCV. 
[0404] The ALT and HBc status for all the reactive, i.e., positive, samples are summarized in Table 9. As seen in the 
table, 1/8 donor samples was negative for the surrogate markers and reactive in the HCV antibody ELISA. On the 
other hand, the recipient samples (followed up to 12 months after transfusion) had either elevated ALT, positive Anti- 
HBc, or both. 
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TABLE 8 



5 



10 



15 



20 









DONOR/RECIPIENT NANB PANEL 














H. ALTER DONOR/RECIPIENT NANB PANEL 








CASE 


DONOR 


RECIPIENT 


3 MONTHS 


POST-TX 6 


12 MONTHS 








PRESLEED 






MONTHS 








OD 


S/CD 


OD 


S/CD 


OD 


S/CD 


OD 


S/CD 


OD 


S/CO 


1. 






.032 


0.07 


.112 


0.26 


>3.000 


>6.96 


>3.000 


>6.96 


2. 






.059 


0.14 


.050 


0.12 


1.681 


3.90 


>3.000 


>6.96 


3. 


.403 


0.94 


.049 


0.11 


.057 


0.13 


>3.000 


>6.96 


>3.000 


>6.96 


4. 






.065 


0.15 


.073 


0.17 


.067 


0.16 


.217 


0.50 


5. 


>3.000 


>6.96 


.034 


0.08 


.096 


0.22 


>3.000 


>6.96 


>3,000 


>6.96 


6. 


>3.000 


>6.96 


.056 


0.13 


1.475 


3.44 


>3.000 


>6.96 


>3.000 


>6.96 


7. 


>3.000 


>6.96 


.034 


0.08 


.056 


0.13 


>3.000 


>6.96 


>3.000 


>6.96 


8. 


>3.000 


>6.96 


.061 


0.14 


.078 


0.18 


2.262 


5.28 


>3.000 


>6.96 


9. 


>3.000 


>6.96 


.080 


0.19 


.127 


0.30 


.055 


0.13 


>3.000 


>6.96 


10. 


>3.000 


>6.96 


>3.000 


>6.96 


.31 r 


0.74 


>3.000** 


>6.96 


>3.000*** 


>6.96 




>3.000 


>6.96 



















• 1 MONTH, 
"4 MONTHS, 
10 MONTHS 



TABLE 9 



40 



45 



ALT AND HBc STATUS FOR REACTIVE SAMPLES IN H. ALTER PANEL 1 


Samples 


Antl-ALT* 


HBc** 


Donors 


Case 3 




Norma! 


Negative 


Case 5 




Elevated 


Positive 


Cases 




Elevated 


Positive 


Case 7 




Not available 


Negative 


Cases 




Normal 


Positive 


Case 9 




Elevated 


Not available 


Case 10 




Normal 


Positive 


Case 10 




Normal 


Positive 


Recipients 


Case 1 


6 mo 


Elevated 


Positive 


12 mo 


Elevated 


Not tested 




Case 2 


6 mo 


Elevated 


Negative 


12 mo 


Elevated 


Not tested 




Case 3 


S mo 


Normal 


Not tested*** 


12 mo 


Elevated 


Not tested*** 




Cases 


S mo 


Elevated 


Not tested 


12 mo 


Elevated 


Not tested 




Cases 


3 mo 


Elevated 


Negative 



* ALT 245 lUA. Is above normal limits. 
** Anti-HBc ^0% (competition assay) is considered posftive. 
55 Prebieed and 3 mo samples were negative for HBc. 
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TABLE 9 (continued) 



10 



15 



ALT AND HBc STATUS FOR REACTIVE SAMPLES IN H. ALTER PANEL 1 


Samples 


Anti-ALT* 


HBc** 


Recipients 


6 mo 


Elevated 


Negative 




12 mo 


Elevated 


Not tested 




Case? 


6 mo 


Elevated 


Negative 


12 mo 


Elevated 


Negative 




Cased 


6 mo 


Nomial 


Positive 


12 mo 


Elevated 


Not tested 




Case 9 


12 mo 


Elevated 


Not tested 


Case 10 


4 mo 


Elevated 


Not tested 


10 mo 


Elevated 


Not tested 





* ALT ^45 lU/L is above normal timits. 

** Anti-HBc ^0% (competition assay) is considered positive. 



IV.1.5. Detemiination of HCV infection in High Risk Group Samples 

20 

[0405] Samples from high risk groups were monitored using the ELISA to detemnine reactivity to HCV c1 00-3 antigen. 
These samples were obtained from Dr. Gary Tegtmeier, Community Blood Bank, Kansas City. The results are sum- 
marized in Table 1 0. 

[0406] As shown in the table, the samples with the highest reactivity are obtained from hemophiliacs (76%). In ad- 
25 dition. samples from individuals with elevated ALT and positive for Anti-HBc, scored 51% reactive, a value which is 
consistent with the value expected from clinical data and NANBH prevalence in this group. The incidence of antibody 
to HCV was also higher in blood donors with elevated ALT alone, blood donors positive for antibodies to Hepatitis B 
core alone, and in blood donors rejected for reasons other than high ALT or anti-core antibody when compared to 
random volunteer donors. 

30 

TABLE 10 



50 



NANBH HIGH RISK GROUP SAMPLES 


Group 




N 


Distribution 


% Reactive 








N 


OD 




Elevated ALT 




35 


3 


>3.000 


11.4% 




1 


0.728 








Anti-HBc 




24 


5 


>3.000 


20.8% 


Elevated ALT, Anti-HBc 




33 


12 


>3.000 


51.5% 




1 


2.768 










1 


2.324 










1 


0.939 










1 


0.951 










1 


0.906 








Rejected Donors 




25 


5 


>3.000 


20.0% 


Donors with History of Hepatitis 




150 


19 


>3.000 


14. 7% 




1 


0.837 










1 


0.714 










1 


0.469 
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TABLE 10 (continued) 



5 



10 



15 



NANBH HIGH RISK GROUP SAMPLES 


Group 


N 


Distribution 


% Reactive 


N 


OD 


Haemophitiacs 




50 


31 


>3.000 


76.0% 






2.568 












2.483 












2.000 












1.979 












1.495 












1.209 












0.819 









IV.1.6 Connparative Studies Using Anti-IgG or Anti-lgl\^ l\/lonoclonal Antibodies, or Polyclonal Antibodies as a Second 
Antibody in the HCV c1 00-3 ELISA 

[0407] The sensitivity of the ELISA detennination which uses the anti-IgG monoclonal conjugate was compared to 
that obtained by using either an anti-IgM monoclonal conjugate, or by replacing both with a polyclonal antiserum re- 
ported to be both heavy and light chain specific. The following studies were perfomied. 

IV.L6.a. Serial Samples from Seroconverters 

[0408] Serial samples from three cases of NANB seroconverters were studied in the HCV c1 00-3 ELISA assay using 
in the enzyme conjugate either the anti-IgG monoclonal atone, or in combination with an anti-IgM monoclonal, or using 
a polyclonal antiserum. The samples were provided by Dr. Cladd Stevens, N.Y. Blood Center, N.Y.C., N.Y.. The sample 
histories are shown In Table 11 . 

[0409] The results obtained using an anti-IgG monoclonal antibody-enzyme conjugate are shown in Table 12. The 
data shows that strong reactivity is initially detected in samples 1-4, 2-8, and 3-5, of cases 1 , 2, and 3, respectively. 
[0410] The results obtained using a combination of an anti-IgG monoclonal conjugate and an anti-IgM conjugate are 
shown in Table 13. Three different ratios of anti-IgG to anti-IgM were tested; the 1:10,000 dilution of anti-IgG was 
constant throughout. Dilutions tested for the anti-IgM monoclonal conjugate were 1 :30,000, 1 :60,000, and 1 :1 20,000. 
The data shows that, in agreement with the studies with anti-IgG alone, initial strong reactivity is detected in samples 
1-4, 2-8, and 3-5. 

[0411] The results obtained with the ELISA using anti-IgG monoclonal conjugate (1 :1 0,000 dilution), or Tago poly- 
clonal conjugate (1:80,000 dilution), or Jackson polyclonal conjugate (1:80,000 dilution) are shown in Table 14. The 
data indicates that initial strong reactivity Is detected in samples 1-4, 2-8, and 3-5 using all three configurations; the 
Tago polyclonal antibodies yielded the lowest signals. 

[0412] The results presented above show that all three configurations detect reactive samples at the same time after 
the acute phase of the disease (as evidenced by the ALT elevation). Moreover, the results indicate that the sensitivity 
of the HCV clOO-3 ELISA using anti-IgG monoclonal-enzyme conjugate is equal to or better than that obtained using 
the other tested configurations for the enzyme conjugate. 



TABLE 11 



50 



DESCRIPTION OF SAMPLES FROM CLADD STEVENS PANEL 




Date 


HBsAg 


Anti-HBs 


Anti-HBc 


ALT 


Bilirubin 


Case 1 


1-1 


8/5/81 


1.0 


91.7 


12.9 


40.0 


-1.0 


1-2 


9/2/81 


1.0 


121.0 


15.1 


274.0 


1.4 


1-3 


10/7/81 


1.0 


64.0 


23.8 


261.0 


0.9 


1-4 


11/19/81 


1.0 


67.3 


33.8 


75.0 


0.9 



55 



EP 0 318 216 B2 



TABLE 11 (continued) 



DESCRIPTION OF SAMPLES FROM CLADD STEVENS PANEL 




Date 


HBsAg 


Anti-HBs 


Anti-HBc 


ALT 


Bilirubin 


Case 1 


1-5 


12/15/81 


1.0 


50.5 


27.6 


71.0 


1.0 


Case 2 


2-1 


10/1 9/81 


1.0 


1.0 


116.2 


17.0 


-1.0 


2-2 


11/17/81 


1.0 


0.8 


89.5 


46.0 


1.1 


2-3 


12/02/81 


1.0 


1.2 


78.3 


63.0 


1.4 


2-4 


12/14/31 


1.0 


0.9 


90.6 


152.0 


1.4 


2-5 


12/23/81 


1.0 


0.8 


93.6 


624.0 


1.7 


2-6 


1/20/82 


1.0 


0.8 


92.9 


66.0 


1.5 


2-7 


2/15/82 


1.0 


0.8 


86.7 


70.0 


1.3 


2-8 


3/17/82 


1.0 


0.9 


69.8 


24.0 


-1 .0 


2-9 


4/21/82 


1.0 


0.9 


67.1 


53.0 


1.5 


2-10 


3/19/82 


1.0 


0.5 


74.8 


95.0 


1.6 


2-11 


6/14/82 


1.0 


0.8 


82.9 


37.0 


-1.0 


Cases 


3-1 


4/7/81 


1.0 


1.2 


88.4 


13.0 


-1.0 


3-2 


5/12/81 


1.0^ 


1.1 


126.2 


236.0 


0.4 


3-3 


5/30/81 


1.0 


0.7 


99.9 


471.0 


0.2 


3-4 


6/9/81 


1.0 


1.2 


110.8 


315.0 


0.4 


3-5 


7/6/81 


1.0 


1.1 


89.9 


273.0 


0.4 


3-6 


8/10/81 


1.0 


1.0 


118.2 


158.0 


0.4 


3-7 


9/8/81 


1.0 


1.0 


112.3 


84.0 


0.3 


3-8 


10/14/81 


1.0 


0.9 


102.5 


180.0 


0.5 


3-9 


11/11/81 


1.0 


1.0 


84.6 


154.0 


0.3 



TABLE 12 



ELISA RESULTS OBTAINED USING AN ANTI-IgG MONOCLONAL CONJUGATE 


SAMPLE 


DATE 


ALT 


OD 


S/CO 


NEG CONTROL 






.076 




CUTOFF 






.476 




PC (1:128) 






1.390 




CASE #1 


1-1 


08/05/81 


40.0 


.178 


.37 


1-2 


09/02/81 


274.0 


.154 


.32 


1-3 


10/07/81 


261.0 


.129 


.27 


1-4 


11/19/81 


75.0 


.937 


1.97 


1-5 


12/15/81 


71.0 


>3.000 


>6.30 


CASE #2 


2-1 


10/19/81 


17.0 


.058 


0.12 


2-2 


11/17/81 


46.0 


.050 


0.11 


2-3 


12/02/81 


63.0 


.047 


0.10 


2-4 


12/14/81 


152.0 


.059 


0.12 


2-5 


12/23/81 


624.0 


.070 


0.15 


2-6 


_ 01/20/82 


66.0 


.051 


9^11 
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TABLE 12 (continued) 



5 



20 



ELISA RESULTS OBTAINED USING AN ANTI-IgG MONOCLONAL CONJUGATE 


SAMPLE 


DATE 


ALT 


OD 


S/CO 


CASE #2 


2-7 


02/15/82 


70.0 


.139 


0.29 


2-8 


03/17/82 


24.0 


1.867 


3.92 


2-9 


04/21/82 


53.0 


>3.000 


>6.30 


2-10 


05/19/82 


95.0 


>3.000 


>6.30 


2-11 


06/14/82 


37.0 


>3.000 


>6.30 


CASE #3 


3-1 


04/07/81 


13.0 


.090 


.19 


3-2 


05/12/81 


236.0 


.064 


.13 


3-3 


05/30/81 


471.0 


.079 


.17 


3-4 


06/09/81 


315.0 


.211 


.44 


3-5 


07/06/81 


273.0 


1.707 


3.59 


3-6 


08/10/81 


158.0 


>3.000 


>6.30 


3-7 


09/08/81 


84.0 


>3.000 


>6.30 


3-8 


10/14/81 


180.0 


>3.000 


>6.30 


3-9 


11/11/81 


154.0 


>3.000 


>6.30 



25 

TABLE 13 



30 



35 



45 



50 



ELISA RESULTS OBTAINED USING ANTI-IgG and ANTI-IgM MONOCLONAL CONJUGATE 








NANB ELISAs 








MONOCLONALS 


MONOCLONALS 


MONOCLONALS 








lgG1:10K 


IgG 1:1 OK 


IgG 1:1 OK 








IgM 1:30K 


IgM 1:60K 


IgM 1:120K 


SAMPLE 


DATE 


ALT 


OD S/CO 


OD S/CO 


OD S/CO 


NEG CONTROL 






.100 


.080 


.079 


CUTOFF 












PC (1:128) 






1.083 


1.328 


1.197 


CASE #1 


1-1 


08/05/81 


40 


.173 


.162 


.070 


1-2 


09/02/81 


274 


.194 


.141 


.079 


1-3 


10/07/81 


261 


.162 


.129 


.063 


1-4 


11/19/81 


75 


.312 


.85 


.709 


1-5 


12/15/81 


71 


>3.00 


>3.00 


>3.00 


CASE #2 


2-1 


10/19/81 


17 


.442 


.045 


.085 


2-2 


11/17/81 


46 


.102 


.029 


.030 


2-3 


12/02/81 


63 


.069 


.036 


.027 


2-4 


12/14/31 


152 


.065 


.041 


.025 


2-5 


12/23/81 


624 


.082 


.033 


.032 


2-6 


01/20/82 


66 


.102 


.042 


.027 


2-7 


02/15/82 


70 


.188 


.068 


.096 


2-8 


03/17/82 


24 


1.728 


1.668 


1.541 


2-9 


04/21/82 


53 


>3.00 


2.443 


>3.00 
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TABLE 13 (continued) 



5 



20 



ELISA RESULTS OBTAINED USING ANTI-IgG and ANTMgM MONOCLONAL CONJUGATE 








NANB ELISAs 


CASE #2 


2-10 


05/19/82 


95 


>3.00 


>3.00 


>3.00 


2-11 


06/14/82 


37 


>3.00 


>3.00 


>1.00 


CASE #3 


3-1 


04/07/81 


13 


.193 


.076 


.049 


3-2 


05/12/81 


236 


.201 


.051 


.038 


3-3 


05/30/81 


471 


.132 


.067 


.052 


3-4 


06/09/81 


315 


.175 


.155 


.140 


3-5 


07/06/81 


273 


1.335 


1.238 


1.260 


3-6 


08/10/81 


158 


>3.00 


>3.00 


>3.00 


3-7 


09/08/81 


84 


>3.00 


>3.00 


>3.00 


3-8 


10/14/81 


180 


>3.00 


>3.00 


>3.00 


3-9 


11/11/81 


154 


>3.00 


>3.00 


>3.00 



TABLE 14 



25 



30 



35 



50 



ELISA RESULTS OBTAINED USING POLYCLONAL CONJUGATES 








NANB ELISAs 










MONOCLONAL 


TAGO 


JACKSON 










1:10K 




1:80K 




1:80K 


SAMPLE 


DATE 


ALT 


CD 


s/co 


CD 


S/CO 


OD 


S/CO 


NEG CONTROL 






.076 




.045 




.154 




CUTOFF 






.476 




.545 




.654 




PC (1:128) 






1.390 




.727 




2.154 




CASE #1 


1-1 


08/05/81 


40 


.178 


.37 


.067 


.12 


.153 


.23 


1-2 


09/02/81 


274 


.154 


.32 


.097 


.18 


.225 


.34 


1-3 


10/07/81 


261 


.129 


.27 


.026 


.05 


.167 


.26 


1-4 


11/19/81 


75 


.937 


1.97 


.324 


.60 


.793 


1.21 


1-5 


12/15/81 


71 


>3.00 


>6.30 


1.778 


3.27 


>3.00 


>4.59 


CASE #2 


2-1 


10/19/81 


17 


.058 


.12 


.023 


.04 


.052 


.08 


2-2 


11/17/81 


46 


.050 


.11 


.018 


.03 


.058 


.09 


2-3 


12/02/81 


63 


.047 


.10 


.020 


.04 


.060 


.09 


2-4 


12/14/81 


152 


.059 


.12 


.025 


.05 


.054 


.08 


2-5 


12/23/81 


624 


.070 


.15 


.026 


.05 


.074 


.11 


2-6 


01/20/82 


66 


.051 


.11 


.018 


.03 


.058 


.09 


2-7 


02/15/82 


70 


.139 


.29 


.037 


.07 


.146 


.22 


2-8 


03/17/82 


24 


1.867 


3.92 


.355 


.65 


1.429 


2.19 


2-9 


04/21/82 


53 


>3.00 


>6.30 


.748 


1.37 


>3.00 


>4.59 


2-10 


05/19/62 


95 


>3.00 


>6.30 


1.025 


1.88 


>3.00 


>4.59 


2-11 


06/14/82 


37 


>3.00 


>6.30 


.917 


1.68 


>3.00 


>4.59 


CASE #3 


3r1 


04/07/81. 


13 


.090 


.19.. 


.049 


-..09 


.138 


.21 
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TABLE 14 (continued) 



ELISA RESULTS OBTAINED USING POLYCLONAL CONJUGATES 








NANB ELISAs 


CASE #3 


3-2 


05/12/81 


236 


.064 


.13 


.040 


.07 


.094 


.14 


3-3 


05/30/81 


471 


.079 


.17 


.045 


.08 


.144 


.22 


3-4 


06/09/81 


315 


.211 


.44 


.085 


.16 


.275 


.42 


3-5 


07/06/81 


273 


1.707 


3.59 


.272 


.50 


1.773 


2.71 


3-6 


08/10/81 


158 


>3.00 


>6.30 


1.347 


2.47 


>3.00 


>4.59 


3-7 


09/08/81 


84 


>3.00 


>6.30 


2.294 


4.21 


>3.00 


>4.59 


3-8 


10/14/81 


180 


>3.00 


>6.30 


>3.00 


>5.50 


>3.00 


>4.59 


3-9 


11/11/81 


154 


>3.00 


>6.30 


>3.00 


>5.50 


>3.00 


>4.59 



IV.L6.b. Samples from Random Blood Donors 

[0413] Samples from random blood donors (See Section IV.1.1.) were screened for HCV infection using the HCV 
20 clOO-3 ELISA, in which the antibody-enzyme conjugate was either an anti-IgG monoclonal conjugate, or a polyclonal 
conjugate. The total number of samples screened were 1 077 and 1 056, for the polyclonal conjugate and the monoclonal 
conjugate, respectively. A summary of the results of the screening is shown in Table 15, and the sample distributions 
are shown in the histogram in Fig. 44. 

[0414] The calculation of the average and standard deviation was performed excluding samples that gave a signal 
25 over 1 .5, i.e. , 1 073 OD values were used for the calculations utilizing the polyclonal conjugate, and 1 051 for the anti- 
IgG monoclonal conjugate. As seen in Table 15, when the polyclonal conjugate was used, the average was shifted 
from 0.0493 to 0.0931, and the standard deviation was increased from 0.074 to 0.0933. Moreover, the results also 
show that if the criteria of x +5SD is employed to define the assay cutoff, the polyclonal-enzyme conjugate configuration 
In the ELISA requires a higher cutoff value. This indicates a reduced assay specificity as compared to the monoclonal 
system. In addition, as depicted In the histogram in Fig. 44, a greater separation of results between negative and 
positive distributions occurs when random blood donors are screened in an ELiSA using the anti-IgG monoclonal 
conjugate as compared to the assay using a commercial polyclonal label. 



TABLE 15 



35 


COMPARISON OF TWO ELISA CONFIGURATIONS IN TESTING SAMPLES FROM RANDOM BLOOD DONORS 


CONJUGATE 


POLYCLONAL (Jackson) 


ANTI-IgG MONOCLONAL 




Number of samples 


1073 


1051 




Average (x) 


0.0931 


0.04926 


40 


Standard deviation (SD) 


0.0933 


0.07427 




5SD 


0.4666 


0.3714 




CUT-OFF (5 SD + x) 


0.5596 


0.4206 



IV.J. Detection of HCV Seroconversion in NANBH Patients from a Variety of Geographical Locations 



[0415] Sera from patients who were suspected to have NANBH based upon elevated ALT levels, and who were 
negative in HAV and HBV tests were screened using the RIA essentially as described in Section IV.D., except that the 
HCV CI 00-3 antigen was used as the screening antigen in the microtiter plates. As seen from the results presented 
in Table 16, the RIA detected positive samples in a high percentage of the cases. 



Table 16 



Seroconversion Frequencies for Anti-c100-3 Among NANBH Patients in Different Countries 


Country 


The Netherlands 


Italy 


Japan 


No. Examined 


5 


36 


26 


No. Positive 


3 


29 


19 


% Positive 


60 


80 


73 
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IV.K. Detection of HCV Seroconversion in Patients with "Community Acquired" NANBH 

[0416] Sera which was obtained from 1 00 patients with NANBH, for whom there was no obvious transmission route 
(i.e., no transfusions, i.v. drug use, promiscuity, etc. were identified as risk factors), was provided by Dr. M. Alter of the 
Center for Disease Control, and Dr. J. Dienstag of Harvard University. These samples were screened using an RIA 
essentially as described in Section IV.D., except that the HCV c100-3 antigen was used as the screening antigen 
attached to the microtiter plates. The results showed that of the 100 serum samples, 55 contained antibodies that 
reacted immunologically with the HCV c100-3 antigen. 

[0417] The results described above suggest that "Community Acquired" NANBH is also caused by HCV. Moreover, 
since It has been demonstrated herein that HCV is related to Flaviviruses, most of which are transmitted by arthropods, 
it is suggestive that HCV transmission in the "Community Acquired" cases also results from arthropod transmission. 

IV. L. Comparison of Incidence of HCV Antibodies and Surrogate Markers In Donors Implicated in NANBH Transmission 

[041 8] A prospective study was carried out to detemnine whether recipients of blood from suspected NANBH positive 
donors, who developed NANBH, seroconverted to anti-HCV-antlbody positive. The blood donors were tested for the 
surrogate marker abnomnalities which are currently used as markers for NANBH infection, i.e., elevated ALT levels, 
and the presence of anti-core antibody. In addition, the donors were also tested for the presence of antl-HCV antibodies. 
The determination of the presence of anti-HCV antibodies was detemiined using a radioimmunoassay as described 
in Section IV.K. The results of the study are presented in Table 17, which shows: the patient number (column 1); the 
presence of anti-HCV antibodies in patient serum (column 2); the number of donations received by the patient, with 
each donation being from a different donor (column 3); the presence of anti-HCV antibodies in donor serum (column 
4); and the surrogate abnormality of the donor (column 5) (NT or - means not tested) (ALT is elevated transaminase, 
and ANTI-HBc is anti-core antibody). 

[0419] The results in Table 1 7 demonstrate that the HCV antibody test is more accurate in detecting infected blood 
donors than are the sun-ogate marker tests. Nine out often patients who developed NANBH symptoms tested positive 
for anti-HCV antibody seroconversion. Of the 11 suspected donors, (patient 6 received donations from two different 
individuals suspected of being NANBH carriers), 9 were positive for anti-HCV antibodies, and 1 was borderiine positive, 
and therefore equivocal (donor for patient 1 ). I n contrast, using the elevated ALT test 6 of the ten donors tested negative, 
and using the anticore-antibody test 5 of the ten donors tested negative. Of greater consequence, though, in three 
cases (donors to patients 8, 9. and 10) the ALT test and the ANTI-HBc test yielded inconsistent results. 
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IV.M. Amplification for Cloning of HCV cDNA Sequences Utilizing the PGR and Primers Derived from Conserved 
Regions of Flavivirus Genomic Sequences 

[0420] The results presented supra., which suggest that HCV is a flavivirus or ftavi-like virus, allows a strategy for 
cloning uncharacterized HCV cDNA sequences utilizing the PCR technique, and primers derived from the regions 
encoding conserved amino acid sequences in flaviviruses. Generally, one of the primers is derived from a defined HCV 
genomic sequence, and the other primer which flanl<s a region of unsequenced HCV polynucleotide is derived from a 
conserved region of the flavivirus genome. The flavivirus genomes are Icnown to contain conserved sequences within 
the NS1, and E polypeptides, which are encoded in the 5'-region of the flavivirus genome. Corresponding sequences 
encoding these regions tie upstream of the HCV cDNA sequence shown in Fig. 26. Thus, to isolate cDNA sequences 
derived from this region of the HCV genome, upstream primers are designed which are derived from the conserved 
sequences within these flavivirus polypeptides. The downstream primers are derived from an upstream end of the 
known portion of the HCV cDNA. 

[0421] Because of the degeneracy of the code, it is probable that there will be mismatches between the flavivirus 
probes and the conresponding HCV genomic sequence. Therefore a strategy which is similar to the one described by 
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Lee (1 988) is used. The Lee procedure utilizes mixed oligonucleotide primers complementary to the reverse translation 
products of an amino acid sequence; the sequences in the mixed primers takes into account every codon degeneracy 
for the conserved amino acid sequence. 

[0422] Three sets of primer mixes are generated, based on the amino acid homologies found in several flaviviruses, 
5 including Dengue-2,4 (D-2,4), Japanese Encephalitis Virus (JEV), Yellow Fever (YF), and West Nile Virus (WN). The 
primer mixture derived from the most upstream conserved sequence (5*-1), is based upon the amino acid sequence 
gly-trp-gly, which is part of the conserved sequence asp-arg-gly-trp-gly-aspN found in the E protein of D-2, JEV, YF, 
and WN. The next primer mixture (5'-2) is based upon a downstream conserved sequence in E protein, phe-asp-gly- 
asp-ser-tyr-ileu-phe-gly-asp-ser-tyr-ileu, and is derived from phe-gfy-asp; the conserved sequence is present in D-2, 
10 JEV, YF, and WN. The third primer mixture (5'-3), is based on the amino acid sequence arg-ser-cys, which is part of 
the conserved sequence cys-cys-arg-ser-cys in the NS1 protein of D-2, D-4, JEV, YF, and WN. The individual primers 
which fomri the mixture in 5''3 are shown in Fig. 45. In addition to the varied sequences derived from conserved region, 
each primer in each mixture also contains a constant region at the 5'-end which contains a sequence encoding sites 
for restriction enzymes. Hindlll, Mbol, and EcoRI. 
15 [0423] The downstream primer, ssc5h20A, is derived from a nucleotide sequence in clone 5h. which contains HCV 
cDNA with sequences with overiap those in clones 14i and 11b. The sequence of ssc5h20A is 

S' GTA ATA TGG TGA CAG AGT CA 3'. 

20 An alternative primer, ssc5h34A, may also be used. This primer is derived from a sequence in clone 5h, and in addition 
contains nucleotides at the 5'-end which create a restriction enzyme site, thus facilitating cloning. The sequence of 
ssc5h34A is 

5' GAT CTC TAG AGA AAT CAA TAT GGT GAG AGA GTC A 3'. 

25 

[0424] The PCR reaction, which was Initially described by SaikI et al. (1 986), Is carried out essentially as described 
in Lee et al. (1988), except that the template for the cDNA is RNA isolated from HCV Infected chimpanzee liver, as 
described in Section IV.C.2., or from viral particles isolated from HCV infected chimpanzee serum, as described in 
Section IV.A.1. In addition, the annealing conditions are less stringent In the first round of amplification (0.6M NaCI. 

30 and 25®C), since the part of the primer which will anneal to the HCV sequence is only 9 nucleotides, and there could 
be mismatches. Moreover, If ssc5h34A is used, the additional sequences not derived from the HCV genome tend to 
destabilize the primer-template hybrid. After the first round of amplification, the annealing conditions can be more 
stringent (0.066M NaCI, and 32 ^C-37 " C), since the amplified sequences now contain regions which are complemen- 
tary to, or duplicates of the primers. In addition, the first 1 0 cycles of amplification are run with Klenow enzyme I, under 

35 appropriate PCR conditions for that enzyme. After the completion of these cycles, the samples are extracted, and run 
with Taq polymerase, according to kit directions, as furnished by Cetus/Perkln-Elmer. 

[0425] After the amplification, the amplified HCV cDNA sequences are detected by hybridization using a probe de- 
rived from done 5h. This probe is derived from sequences upstream of those used to derive the primer, and does not 
overiap the sequences of the clone 5h derived primers. The sequence of the probe is 

40 

5' CCC AGC GGC GTA CGC OCT GGA CAC GGA GGT GGC CGC GTC 
GTG TGG CGG TGT TGT TCT CGT CGG GTT GAT GGC GC 3 ' . 

45 

IV.N.1. Creation of HCV cDNA Library from liver of a Chimpanzee with infectious NANBH 

[0426] An HCV cDNA library was created from liver from the chimpanzee from which the HCV cDNA library in Section 
50 IV.A.1 . was created. The technique for creating the library was similar to that in Section IV.A.24, except for this different 
source of the RNA. and that a primer based on the sequence of HCV cDNA In clone 11b was used. The sequence of 
the primer was 

5' GTG GCT TGA AGA ATC 3*. 
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I V.N. 2. Isolation and nucleotide sequence of overtapping HCV cDNA in done k9-1 to cDNA in clone lib 

[0427] Clone k9-1 was isolated from the HCV cDNA library created from the liver of an NANBH infected chimpanzee, 
as described in Section IV.A.25. The library was screened for clones which overlap the sequence in clone 1 1 b, by using 

5 a clone which overlaps clone 11 b at the 5'-terminus, clone 1 1 e. The sequence of clone 1 1 b is shown in Fig. 23. Positive 
clones were isolated with a frequency of 1 in 500,000. One isolated clone, k9-1 , was subjected to further study. The 
overlapping nature of the HCV cDNA in clone k9-1 , to the 5*-end of the HCV-cDNA sequence in Fig. 26 was confirmed 
by probing the clone with clone Alex 46; this latter clone contains an HCV cDNA sequence of 30 base pairs which 
corresponds to those base pairs at the Slemriinus of the HCV cDNA in clone 14i, described supra.. 

10 [0428] The nucleotide sequence of the HCV cDNA isolated from clone k9-1 was determined using the techniques 
described supra. The sequence of the HCV cDNA in clone k9-1 , the overlap with the HCV cDNA in Fig. 26, and the 
amino acids encoded therein are shown in Fig. 46. 

[0429] The HCV cDNA sequence in clone k9-1 has been aligned with those of the clones described in Section IV.A. 
1 9 to create a composite HCV cDN A sequence, with the k9-1 sequence being placed upstream of the sequence shown 
IS In Fig. 32. The composite HCV cDNA which includes the k9-1 sequence and the amino acids encoded therein Is shown 
in Fig. 47. 

[0430] The sequence of the amino acids encoded in the 5'-region of HCV cDNA shown in Fig. 47 has been compared 
with the corresponding region of one of the strains of Dengue virus, described supra., with respect to the profile of 
regions of hydrophobicity and hydrophilicity. This comparison showed that the polypeptides from HCV and Dengue 
20 encoded in this region, which corresponds to the region encoding NS1 (or a portion thereof), have a similar hydrophobic/ 
hydrophilic profile. 

[0431] The infomnatlon provided infra, allows the Identification of HCV strains. The isolation and characterization of 
other HCV strains may be accomplished by isolating the nucleic acids from body components which contain viral 
particles, creating cDNA libraries using polynucleotide probes based on the HCV cDNA probes described infra., screen- 
25 ing the libraries for clones containing HCV cDNA sequences described infra., and comparing the HCV cDNAs from 
the new isolates with the cDNAs described infra. The polypeptides encoded therein, or in the viral genome, may be 
monitored for immunological cross-reactivity utilising the polypeptides and antibodies described supra. Strains which 
fit within the parameters of HCV, as described in the Definitions section, supra., are readily identifiable. Other methods 
for identifying HCv strains will be obvious to those of skill in the art. based upon the infomiation provided herein. 

30 

Industrial Applicability 

[0432] The invention, in the various manifestations disclosed herein, has many industrial uses, some of which are 
the following. The HCVcDNAs may be used for the design of probes for the detection of HCV nucleic acids in samples. 
35 The probes derived from the cDNAs may be used to detect HCV nucleic acids in, for example, chemical synthetic 
reactions. They may also be used in screening programs for anti-viral agents, to determine the effect of the agents in 
inhibiting viral replication in cell culture systems, and animal model systems. The HCV polynucleotide probes are also 
useful in detecting viral nucleic acids In humans, and thus, may serve as a basis for diagnosis of HCV infections in 
humans. 

40 [0433] In addition to the above, the cDNAs provided herein provide information and a means for synthesizing polypep- 
tides containing epitopes of HCV. These polypeptides are useful in detecting antibodies to HCV antigens. A series of 
immunoassays for HCV infection, based on recombinant polypeptides containing HCV epitopes are described herein, 
and will find commercial use in diagnosing HCV induced NANBH, in screening blood bank donors for HCV-caused 
infectious hepatitis, and also for detecting contaminated blood from infectious blood donors. The viral antigens will also 

45 have utility in monitoring the efficacy of anti-viral agents in animal model systems. In addition, the polypeptides derived 
from the HCV cDNAs disclosed herein will have utility as vaccines for treatment of HCV infections. 
[0434] The polypeptides derived from the HCV cDNAs. besides the above stated uses, are also useful for raising 
anti-HCV antibodies. Thus, they may be used in anti-HCV vaccines. However, the antibodies produced as a result of 
immunization with the HCV polypeptides are also useful in detecting the presence of viral antigens in samples. Thus, 

50 they may be used to assay the production of HCV polypeptides in chemical systems. The anti-HCV antibodies may 
also be used to monitor the efficacy of anti-viral agents in screening programs where these agents are tested in tissue 
culture systems. They may also be used for passive immunotherapy, and to diagnose HCV caused NANBH by allowing 
the detection of viral antigen(s) in both blood donors and recipients. Another important use for anti-HCV antibodies is 
in affinity chromatography for the purification of virus and viral polypeptides. The purified virus and viral polypeptide 

55 preparations may be used in vaccines. However, the purified vims may also be useful for the development of cell culture 
systems in which HCV replicates. 

[0435] Cell culture systems containing HCV infected cells will have many uses. They can be used for the relatively 
large scale production of HCV, which is nomr^atly a low titer virus. These systems will also be useful for an elucidation 
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of the molecular biology of the virus, and lead to the development of anti-viral agents. The cell culture systems will also 
be useful in screening for the efficacy of antiviral agents. In addition, HCV pennissive cell culture systems are useful 
for the production of attenuated strains of HCV. 

[0436] For convenience, the anti-HCV antibodies and HCV polypeptides, whether natural or recombinant, may be 
5 packaged into kits. 

[0437] The method used for isolating HCV cDNA, which is comprised of preapring a cDNA library derived from 
infected tissue of an individual, in an expression vector, and selecting clones which produce the expression products 
which react immunologically with antibodies In antibody-containing body components from other infected individuals 
and not from non-infected individuals, may also be applicable to the isolation of cDNAs derived from other heretofore 
10 uncharacterized disease-associated agents which are comprised of a genomic component. This, in turn, could lead to 
isolation and characterization of these agents, and to diagnostic reagents and vaccines for these other disease-asso- 
ciated agents. 



IS Claims 



Claims for the following Contracting States : AT, BE, CH, DE, FR, IT, LI, LU, NL, SE 

20 1 . A polymerase chain reaction (PCR) kit comprising a pair of primers capable of priming the synthesis of cDNA in 
a PCR reaction, wherein each of said primers is a polynucleotide comprising a contiguous sequence of nucleotides 
which is capable of selectively hybridizing to the genome of hepatitis C vims (HCV) or the complement thereof, 
wherein HCV is characterized by: 

25 a positive stranded RNA genome; 

said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

the entirety of the said encoded polyprotein having at least 40% homology to the entire polyprotein of a viral 
30 isolate from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library with the 

American Type Culture Collection (ATCC) under accession no. 40394. 

2. A PCR kit according to claim 1 wherein each of said primers is a polynucleotide wherein said contiguous nucleotide 
seaverce is at least 20 nucleotides. 

35 

3. A PCR kit according to claim 1 or 2 further comprising a polynucleotide probe capable of selectively hybridising 
to a region of the HCV genome between and not including the HCV sequences from which the primers are derived. 

4. A method of perfomriing a polymerase chain reaction wherein the primers are a pair of polynucleotides as defined 
40 in claim 1 or 2. 

5. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 

(a) contacting the sample with a probe under conditions that allow the selective hybridisation of said probe to 
^ an HCV polynucleotide or the complement thereof in the sample, wherein said probe comprises a polynucle- 
otide comprising a contiguous sequence of nucleotides which is capable of selectively hybridising to the ge- 
nome of HCV or the complement thereof, wherein HCV is characterised by: 

(i) a positive stranded RNA genome, said genome comprising an open reading frame (ORF) encoding a 
50 polyprotein; and 

(ii) the entirety of the said encoded polyprotein having at least 40% homology to the entire polyprotein of 
a viral isolate from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library 
with the Amertean Type Culture Collection (ATCC) under accession no. 40394; 

55 and 

(b) determining whether polynucleotide duplexes comprising said probe are fonmed, 

and further wherein said polynucleotide Is a DNA polynucleotide and optionally comprises a detectable label. 
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Claims for the following Contracting State : ES 

1. A method of performing a polymerase chain reaction wherein the primers are a pair of polynucleotides, which 
polynucleotides are each a contiguous sequence of nucleotides which Is capable of selectively hybridizing to the 
genome of hepatitis C virus (IHCV) or the complement thereof, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) the entirety of the said polyprotein having at least 40% homology to the entire polyprotein of a viral isolate 
from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library with the American 
Type Culture Collection (ATCC) under accession no. 40394. 

2. A method according to claim 1 wherein the entirety of said polyprotein has at least 60% homology to the entire 
polyprotein. 

3. A method according to claim 1 or 2 wherein said contiguous sequence Is at least 10 nucleotides. 

4. A method according to claim 3 wherein said contiguous sequence is at least 15 nucleotides. 

5. A method according to claim 4 wherein said contiguous sequence is at least 20 nucleotides. 

6. A method according to any one of claims 1 to 5 wherein each polynucleotide is a DNA polynucleotide. 

7. A method according to any one of claims 1 to 6 further comprising the use of a polynucleotide probe capable of 
selectively hybridising to a region of the HCV genome between and not including the HCV sequences from which 
the primers are derived. 

8. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 

(a) contacting the sample with a probe under conditions that allow the selective hybridisation of said polynu- 
cleotide to an HCV polynucleotide or the complement thereof in the sample wherein said probe comprises a 
polynucleotide comprising a contiguous sequence of nucleotides which is capable of selectively hybridising 
to the genome of HCV or the complement thereof, wherein HCV is characterised by: 

(j) a positive stranded RNA genome, said genome comprising an open reading frame (ORF) encoding a 
polyprotein; and 

(ii) the entirety of the said encoded polyprotein having at least 40% homology to the entire polyprotein of 
a viral isolate from the genome of which was prepared cDNAs deposited In a lambda gt-1 1 cDNA library 
with the American Type Culture Collection (ATCC) under accession no. 40394 

and 

(b) detemiining whether polynucleotide duplexes comprising said polynucleotide are fomned, 
and further wherein the probe further comprises a detectable label. 

9. A method according claim 8 wherein the probe is fixed to a solid phase. 



Claims for the following Contracting State : GR 

1. A method of perfonning a polymerase chain reaction wherein the primers are a pair of polynucleotides, which 
polynucleotides are each a contiguous sequence of nucleotides which is capable of selectively hybridizing to the 
genome of hepatitis C virus (HCV) or the complement thereof, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) the entirety of the said polyprotein having at least 40% homology to the entire polyprotein of a viral isolate 
from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library with the American 
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Type Culture Collection (ATCC) under accession no.40394. 

2. A method according to claim 1 wherein the entirety of said polyprotein has at least 60% homology to the entire 
poly protein. 

3. A method according to claim 1 or 2 wherein said contiguous sequence is at least 10 nucleotides. 

4. A method according to claim 3 wherein said contiguous sequence is at least 15 nucleotides. 

5. A mechod according to claim 4 wherein said contiguous sequence is at least 20 nucleotides. 

6. A method according to any one of claims 1 to 5 wherein each polynucleotide is a DNA polynucleotide. 

7. A method according to any one of claims 1 to 6 further comprising the use of a polynucleotide probe capable of 
selectively hybridising to a region of the HCV genome between and not including the HCV sequences from which 
the primers are derived. 

8. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 

(a) contacting the sample with a probe under conditions that allow the selective hybridisation of said polynu- 
cleotide to an HCV polynucleotide or the complement thereof in the sample wherein said probe comprises a 
polynucleotide comprising a contiguous sequence of nucleotides which is capable of selectively hybridising 
to the genome of HCV or the complement thereof, wherein HCV ischaracterised by: 

(i) a positive stranded RNA genome, said genome comprising an open reading frame (ORF) encoding a 
polyprotein; and 

(ii) the entirety of the said encoded polyprotein having at least 40% homology to the entire polyprotein of 
a viral isolate from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library 
with the American Type Culture Collection (ATCC) under accession no. 40394 

and 

(b) determining whether polynucleotide duplexes comprising said polynucleotide are formed 
and further wherein the probe further comprises a detectable label. 

9. A method according claim 8 wherein the probe is fixed to a solid phase. 

10. A polymerase claim reaction (PCR) kit comprising a pair of primers capable of priming the synthesis of cDNA in 
a PCR reaction, wherein each of said primers is a polynucleotide comprising a contiguous sequence of nucleotides 
which is capable of selectively hybridizing to the genome of hepatitis C virus (HCV) or the complement thereof, 
wherein HCV is characterized by: 

(I) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) the entirety of the said polyprotein having at least 40% homology to the entire polyprotein of a viral isolate 
from the genome of which was prepared cDNAs deposited in a lambda gt-11 cDNA library with the American 
Type Culture Collection (ATCC) under accession no. 40394. 

11. A PCR kit according to claim 10 wherein each of the primers is a DNA polynucleotide. 

12. A PCR kit according to claim 1 0 or 1 1 further comprising a polynucleotide probe capable of selectively hybridising 
to a region of the HCV genome between and not including the HCV sequences from which the primers are derived. 
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Patentanspruche fur folgende Vertragsstaaten : AT, BE, CH, DE, FR, IT, LI, LU, NL, SE 

5 

1 . Polymerasekettenreaktions (PCR)-Kit, umf assend ein Paar von Primern, die zum Primen der Synthase von cDNA 
in einer PCR-Reaktion fahig sind. wobei jeder der Primer ein Polynucleotid ist. das eine benachbarte Sequenz 
von Nucleotiden umfasst, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Virus (HCV) Oder dem 
Komplement davon fahig ist, wobei HCV charakterisiert ist: 

10 durch ein PIusttrang-RNA-Genom; 

wobei das Genom ein offenes Leseraster (ORF) umfasst, welches ein Polyprotein codiert; und 
dadurch daB die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem gesam- 
ten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinterlegt in einer 
15 Lambda-gt-11-cDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hinterlegungs* 

nummer 40394. 

2. PCR-Kit nach Anspruch 1 , wobei jeder der Primer ein Polynucleotid ist, wobei die benachbarte Nucleotidsequenz 
mindestens 20 Nucleotide umfasst. 

20 

3. PCR-Kit nach Anspruch 1 Oder 2, weiterhin eine Polynucleotidsonde umfassend, die zur selektiven Hybridisierung 
mit einem Bereich des HCV-Genoms fahig ist, das zwischen den HCV-Sequenzen liegt, von denen die Primer 
stammen, und diese nicht umfasst. 

25 4. Verfahren zur Durchfuhrung einer Polymerasekettenreaktion, wobei die Primer wie in Anspruch 1 oder 2 definiert 
sind. 

5. Verfahren zum Testen einer Probe auf die Gegenwart oder Abwesenheit von HCV-Poiynucleotiden, umfassend: 

30 (a) Inkontaktbringen der Probe mit einer Sonde unter Bedingungen, die die selektive Hybridisierung der Sonde 

mit einem HCV- Polynucleotid oder dem Komplement davon in der Probe emioglichen, wobei die Sonde ein 
Polynucleotid umfasst, das eine benachbarte Sequenz von Nucleotiden umfasst. die fahig ist zur selektiven 
Hybridisierung mit dem Genom von HCV oder dem Komplement davon, wobei HCV charakterisiert ist: 

35 (I) durch ein Plusstrang-RNA>Genom, wobei das Genom ein offenes Leseraster (ORF) umfasst, welches 

ein Polyprotein codiert; und 

(ii) dadurch, daB die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem 
gesamten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinteriegt 
in einer Lambda-gt-1 1 -cDN A-Bibllothek bei der American Type Culture Collection (ATCC) unter der Hin- 
40 teriegungsnummer 40394; 

und 

(b) Bestimmung, ob Potynucleotidduplexe gebildet wurden, die die Sonde umfassen, 

45 

und wobei weiterhin das Polynucleotid ein DNA-Polynucteotid ist und gegebenenfalls einen nachwelsbaren Maricer 
umfasst. 



50 Patentanspruche fur folgenden Vertragsstaat : ES 

1 . Verfahren zur Durchfuhrung einer Polymerasekettenreaktion, wobei die Primer ein Paar von Polynucleotiden sind, 
wobei die Polynucleotide jeweils eine benachbarte Sequenz von Nucleotiden umfassen, die zur selektiven Hybri- 
disierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem Komplement davon fahig ist, wobei HCV cha- 
55 rakterisiert ist: 

(i) durch ein Plusstrang-RNA-Genom; 

(ii) wobei das Genom ein offenes Leseraster (ORF) umfasst, welches ein Polyprotein codiert; und 
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(iii) dadurch, da6 die Gesamtheit des Polyproteins etne mindestens 40%'ige Homologie zu dem gesamten 
Potyprotern eines viralen Isolats hat, von dessen Genom cDNAs hergesteitt wurden, hintertegt in einer Lamb- 
da-gt-1 1 -cDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hinteriegungsnummer 
40394. 

5 

2. Verfahren nach Anspruch 1 , wobei die Gesamtheit des Polyproteins mindestens 60 % Homologie mit dem gesam- 
ten Polyprotein aufweist. 

3. Verfahren nach Anspruch 1 oder 2, wobei die benachbarte Sequenz mindestens 10 Nucleotide umfasst. 

10 

4. Verfahren nach Anspruch 3, wobei die benachbarte Sequenz mindestens 15 Nucleotide umfasst. 

5. Verfahren nach Anspruch 4, wobei die benachbarte Sequenz mindestens 20 Nucleotide umfasst. 
15 6. Verfahren nach einem der Anspriiche 1 bis 5, wobei jedes Polynudeotld ein DNA-PolynucleotId 1st. 

7. Verfahren nach einem der Anspriiche 1 bis 6, weiterhin umfassend die Verwendung einer Polynucleotidsonde, die 
zur selektiven Hybridisierung mit einem Bereich des HCV-Genoms fahig ist, das zwischen den HCV-Sequenzen 
liegt, von denen die Primer stammen, und diese nicht umfasst. 

20 

8. Verfahren zum Testen einer Probe auf die Gegenwart oder Abwesenheit von HCV-Polynucleotiden, umfassend: 

(a) Inkontaktbringen der Probe mit einer Sonde unter Bedingungen, die die selektive Hybridisierung des Po- 
lynucleotids mit einem HCV-Polynucleotid oder dem Komplement davon in der Probe emioglichen, wobei die 
25 Sonde ein Polynudeotld umfasst, das eine benachbarte Sequenz von Nucleotlden umfasst, die zur selektiven 

Hybridisierung mit dem Genom von HCV oder dem Komplement davon fahig Ist, wobei HCV charakterisiert ist: 

(i) durch ein Plusstrang-RNA-Genom, wobei das Genom ein offenes Leseraster (ORF) umfasst, welches 
ein Polyprotein codiert; und 

30 (li) dadurch, dal3 die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem 

gesamten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinteriegt 
in einer Lambda-gt- 11 -CDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hin- 
teriegungsnummer 40394; und 

35 (b) Bestimmung, ob Polynucleotidduplexe gebildet wurden, die diese Polynucleotide umfassen, 

und wobei die Sonde femer einen nachweisbaren Marker umfasst. 

9. Verfahren nach Anspruch 8, wobei die Sonde an eine teste Phase fixiert ist. 

40 

PatentansprQche fUr folgenden Vertragsstaat : GR 

1 . Verfahren zur Durchfuhrung einer Polymerasekettenreaktion, wobei die Primer ein Paar von Polynucleotiden sind, 
^5 wobei die Polynucleotide jeweils eine benachbarte Sequenz von Nucleotlden umfassen, die zur selektiven Hybri- 
disierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem Komplement davon fahig ist, wobei HCV cha- 
rakterisiert Ist: 

(I) durch ein Plusstrang-RNA-Genom; 
50 (ii) wobei das Genom ein offenes Leseraster (ORF) umfasst, welches ein Polyprotein codiert; und 

(iii) dadurch, daQ die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem 
gesamten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinteriegt in 
einer Lambda-gt-11 -cDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hinterie- 
gungsnummer 40394. 

55 

2. Verfahren nach Anspruch 1 , wobei die Gesamtheit des Polyproteins 60% Homologie mit dem gesamten Polyprotein 
aufweist. 
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3. Verfahren nach Anspruch 1 Oder 2. wobei die benachbarte Sequenz mindestens 10 Nucleotide umfasst. 

4. Verfahren nach Anspruch 3, wobei die benachbarte Sequenz mindestens 15 Nucleotide umfasst. 
5 5. Verfahren nach Anspruch 4, wobei die benachbarte Sequenz mindestens 20 Nucleotide umfasst. 

6. Verfahren nach einem der Anspruche 1 bis 5, wobei jedes Polynucleottd ein DNA-Polynucleotid ist. 

7. Verfahren nach einem der Anspruche 1 bis 6, weiterhin umfassend die Verwendung einer Polynucleotldsonde, die 
10 zur selektiven Hybridisierung mit einem Bereich des HCV-Genoms fahig ist, der zwischen den HCV-Sequenzen 

liegt, von denen die Primer stammen, und diese nicht umfasst. 

8. Verfahren zum Testen einer Probe auf die Gegenwart oder Abwesenheit von HCV-Polynucleotiden, umfassend: 

*5 (a) Inkontalctbringen der Probe mit einer Sonde unter Bedingungen. die die selelctlve Hybridisierung des Po- 

lynucleotids mit einem HCV-Polynucleotid oder dem Komplement davon in der Probe emnoglichen, wobei die 
Sonde ein Polynucleotid umfasst, das eine benachbarte Sequenz von Nucteotiden umfasst, die zur selektiven 
Hybridisierung mit dem Genom von HCV oder dem Komplement davon fahig ist, wobei HCV charakterisiert ist: 

20 (j) durch ein Plusstrang-RNA-Genom, wobei das Genom ein offenes Leseraster (ORF) umfasst, welches 

ein Polyprotein codiert; und 

(ii) dadurch, da3 die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem 
gesamten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinterlegt 
in einer Lambda-gt-11-cDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hin- 
25 tertegungsnummer 40394; und 

(b) Bestimmung, ob Polynucleotidduplexe gebildet wurden, die die Polynucleotide umfassen, 

und wobei ferner die Sonde einen nachweisbaren Marker umfasst. 

30 

9. Verfahren nach Anspruch 8, wobei die Sonde an eine feste Phase fixiert ist. 

10. Polymerasekettenreaktions (PCR)-Kit, umfassend ein Paar von Primern, die zum Primen der Synthese von cDNA 
in einer PCR-Reaktion fahig sind, wobei jeder der Primer ein Polynucleotid ist, das eine benachbarte Sequenz 

55 von Nucleotiden umfasst, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Vims (HCV) oder dem 

Komplement davon fahig ist, wobei HCV charakterisiert ist: 

(i) durch ein Plusstrang-RNA-Genom; 

(ii) wobei das Genom ein offenes Leseraster (ORF) umfasst, welches ein Polyprotein codiert; und 

^0 (iii) dadurch, daB die Gesamtheit des codierten Polyproteins eine mindestens 40%-ige Homologie zu dem 

gesamten Polyprotein eines viralen Isolats hat, von dessen Genom cDNAs hergestellt wurden, hinteriegt in 
einer Lambda-gt-11-cDNA-Bibliothek bei der American Type Culture Collection (ATCC) unter der Hinterle- 
gungsnummer 40394. 

45 11 . PCR-Kit nach Anspruch 1 0, wobei jeder Primer ein DNA-Polynucleotid ist. 

12. PCR-Kit nach Anspruch 10 oder 11. weiterhin eine Polynucleotldsonde umfassend, die zur selektiven Hybridisie- 
rung mit einem Bereich des HCV-Genoms fahig ist, der zwischen den HCV-Sequenzen liegt, von denen die Primer 
stammen, und diese nicht umfasst. 

50 

Revendications 



55 Revendications pour les Etats contractants suivants : AT, BE, CH, DE, FR, (T, LI, LU, NL, SE 

1 . N6cessaire pour reaction d'amplification en chaTne par polymerase (PCR), comprenant une paire d'amorces ca- 
pables d'amorcer la synthase d'un ADNc dans une reaction PCR, dans lequel chacune desdites amorces est un 
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polynucleotide comprenant une sequence contigue de nucleotides qui est capable de s'hybrider s^lectivement 
avec le genome du virus de I'hepatite C (HCV) ou son complement, le HCV etant caracterise par 

un genome a ARN a brin positif ; 
5 - le fait que ledit genome comprend un cadre de lecture ouvert (ORF) codant pour une polyproteine; et 

le fait que I'integralite de ladite polyproteine a une homologie d'au moins 40 % avec i'entiere polyproteine d'un 
isolat viral k partir du genome duquel ont ete prepares les ADNc deposes dans une banque d'ADNc dans 
lambda gt-11 k PAmerican Type Culture Collection (ATCC) sous le n** de depot 40394. 

10 2. Necessaire pour PCR selon la revendication 1 . dans lequel chacune desdites amorces est un polynucleotide dans 
lequel ladite sequence contigue de nucleotides comporte au moins 20 nucleotides. 

3. Necessaire pour PCR selon la revendication 1 ou 2, comprenant en outre une sonde polynucleotidique capable 
de s'hybrider seiectivement avec une region du genome du HCV situee entre et n'incluant pas les sequences de 

15 HCV desquelles sont issues les amorces. 

4. Procede d'exceution d'une reaction d'ampllficatlon en chaTne par polymerase, dans lequel les amorces consistent 
en une paire de polynucleotides tels que detinis dans la revendication 1 ou 2. 

20 5. Precede pour Tessai d'un echantillon pour la detennination de la presence ou de Tabsence de polynucleotides de 
HCV, comprenant: 

(a) la mise en contact de rechantlllon avec une sonde dans des conditions penmettant rhybridation selective 
de tadite sonde avec un polynucleotide de HCV ou son complement dans ['echantillon, ladite sonde compre- 

25 nant un polynucleotide comprenant une sequence contigue de nucleotides qui est capable de s'hybrider se- 

iectivement avec le genome de HSV ou son complement, le HCV etant caracterise par : 

(I) un genome k ARN k brin positif, ledit genome comprenant un cadre de lecture ouvert {ORF) codant 
pour une polyproteine ; et 

30 (II) le fait que I'integralite de ladite polyproteine codee a une homologie d'au moins 40 % avec I'entiere 

polyproteine d'un isolat viral a partir du genome duquel ont ete prepares les ADNc deposes dans une 
banque d'ADNc dans lambda gt-11 a I'American Type Culture Collection (ATCC) sous le n^ de depot 
40394 ; 

35 et 

(b) I'etape consistant a detenninersi des duplex polynucieotidiques comprenant ladite sonde se sont fomnes ; 
et en outre dans lequel ledit polynucleotide est un polynucleotide d'ADN et comprend eventuellement un mar- 
queur detectable. 

40 

Revendications pour I'Etat contractant sufvant : ES 

1 . Precede d'execution d'une reaction d'ampllficatlon en chaTne par polymerase, dans lequel les amorces sont une 
paire de polynucleotides, lesquels polynucleotides sont chacun une sequence contigue de nucleotides qui est 

^ capable de s'hybrider seiectivement avec le genome du virus de I'hepatite C (HCV) ou son complement, le HCV 

etant caracterise par 

(I) un genome a ARN a brin positif ; 

(II) le fait que ledit genome comprend un cadre de lecture ouvert (ORF) codant pour une polyproteine; et 

50 (III) le fait que I'integralite de ladite polyproteine a une homologie d'au moins 40 % avec I'entiere polyproteine 

d'un Isolat viral k partir du genome duquel ont ete prepares les ADNc deposes dans une banque d'ADNc dans 
lambda gt-11 a I'American Type Culture Collection (ATCC) sous le n*^ de depot 40394. 

2. Procede selon la revendication 1 , dans lequel I'integralite de ladite polyproteine a une homologie d'au moins 60 

55 % avec I'entiere polyproteine. 

3. Precede selon la revendication 1 ou 2, dans lequel ladite sequence contigue comporte au moins 10 nucleotides. 
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4. Proc6cl6 selon la revendication 3, dans lequei tadite sequence contigue comporte au moins 15 nucleotides. 

5. Proc6d6 selon la revendication 4, dans lequei ladite sequence contigue comporte au nnoins 20 nucleotides. 

5 6. Procede selon Tune quelconque des revendlcations 1 k 5, dans lequei chaque polynucleotide est un polynucleotide 
d'ADN. 

7. Precede selon Tune quelconque des revendications 1 k 6, qui comprend en outre rutilisation d'une sonde polynu- 
cieotidlque capable de s'hybrider seiectivement avec une region du genome du HCV situee entre et n'incluant pas 

10 les sequences de HCV desquelles sont issues les amorces. 

8. Precede pour t'essai d'un echantillon pour la determination de la presence ou de I'absence de polynucleotides de 
HCV, comprenant: 

'5 (a) la mise en contact de rechantlllon avec une sonde dans des conditions pemnettant Thybridation selective 

dudit polynucleotide avec un polynucleotide de HCV ou son complement dans rechantlllon, ladite sonde com- 
prenant un polynucleotide comprenant une sequence contigue de nucleotides qui est capable de s'hybrider 
seiectivement avec le genome de HSV ou son complement, le HCV etant caracterise par : 

20 (I) un genome k ARN k brin positif, ledit genome comprenant un cadre de lecture ouvert (ORF) codant 

pour une polyproteine ; et 

(II) le fait que I'lntegralite de ladite polyproteine codee a une homologie d'au moins 40 % avec I'entiere 
polyproteine d'un isolat viral a partir du genome duquel ont ete prepares les ADNc deposes dans une 
banque d'ADNc dans lambda gt-11 k I'Amerlcan Type Culture Collection (ATCC) sous le n** de depot 
25 40394 ; 

et 

(b) retape consistant k detemilner si des duplex polynucieotidiques comprenant tedtt polynucleotide se sont 
formes ; 



30 



35 



55 



et en outre dans lequei la sonde comprend en outre un marqueur detectable. 
9. Precede selon la revendication 8, dans lequei la sonde est fixee sur une phase solide. 

Revendications pour I'Etat contractant sulvant : GR 



1 . Procede d'execution d'une reaction d'amplification en chaTne par polymerase, dans lequei les amorces sont une 
paire de polynucleotides, lesquels polynucleotides sont chacun une sequence contigue de nucleotides qui est 

^ capable de s'hybrider seiectivement avec le genome du virus de I'hepatite C (HCV) ou son complement, le HCV 

etant caracterise par 

(I) un genome a ARN a brin positif ; 

(It) le fait que ledit genome comprend un cadre de lecture ouvert (ORF) codant pour une polyproteine; et 
^5 (III) le fait que i'lntegralite de ladite polyproteine a une homologie d'au moins 40 % avec I'entiere polyproteine 

d'un isolat viral a partir du genome duquel ont ete prepares les ADNc deposes dans une banque d'ADNc dans 
lambda gt-11 k I'American Type Culture Collection (ATCC) sous le n" de depot 40394. 

2. Precede selon la revendication 1 , dans lequei I'lntegralite de ladite polyproteine a une homologie d'au moins 60 
50 % avec I'entiere polyproteine. 

3. Precede selon la revendication 1 ou 2, dans lequei ladite sequence contigue comporte au moins 10 nucleotides. 

4. Precede selon la revendication 3, dans lequei ladite sequence contigue comporte au moins 15 nucleotides. 

5. Procede selon la revendication 4, dans lequei ladite sequence contigue comporte au moins 20 nucleotides. 

6. Precede selon I'une quelconque des revendications 1 ^ 5, dans lequei chaque polynucleotide est un polynucleotide 
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d'ADN. 

7. Proc6d6 selon I'une quelconque des revendications 1 k 6, qui comprend en outre rutilisation d'une sonde polynu- 
cleotidique capable de s'hybrider selectivement avec une region du genome du HCV situee entre et n'incluant pas 

5 las sequences de HCV desquelles sont issues les amorces. 

8. Proc6d§ pour I'essai d'un 6chantilion pour la determination de la presence ou de I'absence de polynucleotides de 
HCV, comprenant: 

^0 (a) la mise en contact de r^chantillon avec une sonde dans des conditions pennettant Thybridation selective 

dudit polynucleotide avec un polynucleotide de HCV ou son complement dans I'echantillon, ladite sonde com- 
prenant un polynucleotide comprenant une sequence contigue de nucleotides qui est capable de s'tiybrider 
avec le genome de HSV ou son complement, le HCV etant caracterise par : 

(I) un genome a ARN k brin positif, ledit genome comprenant un cadre de lecture ouvert (ORF) codant 
pour une polyproteine ; et 

(II) le fait que I'integralite de ladite polyproteine codee a une homologie d'au moins 40 % avec I'entiere 
polyproteine d'un Isolat viral ^ paitir du genome duquel ont ete prepares les ADNc deposes dans une 
banque d'ADNc dans lambda gt-11 k I'American Type Culture Collection (ATCC) sous le n** de depot 

20 40394 ; 

et 

(b) I'etape consistant a determiner si des duplex polynucleotidiques comprenant ledit polynucleotide se sont 
fonnes ; et en outre dans lequel la sonde comprend en outre un marqueur detectable. 

25 

9. Precede selon la revendication 8, dans lequel la sonde est fixee sur une phase solide. 

10. N6cessaire pour reaction d'amplification en chaTne par polymerase (PGR), comprenant une paire tfamorces ca- 
pable d'amorcer la synthese d'un ADNc dans une reaction PCR. dans lequel chacune desdites amorces est un 

30 polynucleotide comprenant une sequence contigue de nucleotides qui est capable de s'hybrider selectivement 

avec le genome du virus de I'hepatlte C (HCV) ou son complement, le HCV etant caracterise par 

(I) un genome k ARN k brin positif ; 

(II) le fait que ledit genome comprend un cadre de lecture ouvert (ORF) codant pour une polyproteine; et 

55 (III) le fait que I'integralite de ladite polyproteine a une homologie d'au molns 40 % avec I'entiere polyproteine 

d'un isolat viral k partirdu genome duquel ont ete prepares les ADNc deposes dans une banque d'ADNc dans 
lambda gt-11 k I'American Type Culture Collection (ATCC) sous le n* de dep6t 40394. 

11. Necessaire pour PCR selon la revendication 10, dans lequel chacune des amorces est un polynucleotide d'ADN. 

40 

12. Necessaire pour PCR selon la revendication 10 ou 11 , comprenant en outre une sonde polynucleotidique capable 
de s'hybrider selectivement avec une region du genome de HCV situee entre et n'incluant pas les sequences de 
HCV desquelles sont issues les amorces. 



50 
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FIG. I Translation of DNA 5-1-1 

AlaSerCysLeuAsnCysSerAlaSerllelleProAspArgGluValLeuTyrArgGlu 
1 GGCCTCCTGCTTGAACTGCTCGGCGAGCATCATACCTGACiVGG^ 

CCGGAGGACGAACTTGACGAGCCGCTCGTAGTATGGACTGTCCCTTCiW;GA^^ 

PheAspGluMetGluGluCysSerGlnHisLeuProTyrlleGluGlnGlyMetMetLeu 
61 GTTCGATGAGATGGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAA^ 
OUW^CTACTCTACCTTCTCACGAGAGTCGTGAATCGCATGTAGC^ 

AlaGluGlnPheLysGlnLysAlaLeuGlyLeu 
121 CGCCGAGCAGT7CAAGCAGAAGGCCCTCGGCCTCC 
GCGGCTCGTCAAGTTCGTCTTCCGGGMCCGGAGG 



FIG. 3 Translation of DNA 5-1-1, 81y91&l-2 

GlyCysValVallleValGlyArgValValLeuSerGlyLysProAlallelleProAsp 
1 CTGGCTGCGTGGTCATAGTGGGCAGGGTCGTCTTGTCCGGGAAGCCGGCAATCATACCTG 
GACCGACGCACCAGTATCACCCGTCCCAGCAGAACAGGCCCTTCGGCCGTTAGTATGGAC 

T 

ArgGluValLeuTyrArgGluPheAspGluMetGluGluCysSerGlnHisLeuProTyr 
61 ACAGGGAAGTCCTCTACCGAGAGTTOSATGAGATGGAAGAGTGCTCTCAGCACT^ 
TGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTACCTTCTCAC^ 
A 

IleGluGlnGlyMetMetLeuAlaGluGlnPheLysGlnLysAlaLeuGlyLeuLeuGln 
121 ACATCGAGCAAGGGATGATGCTCGCCGAGCAGTTCAAGCAGAAGGCCCTCGGCCTCCT^ 
TGTAGCTCGTTCCCTACTACGAGCGGCTCGTCAAGTTCGTCTTCCGGGAGCCGGA^ 

ThrAlaSerArgGliiAlaGluVallleAlaProAlaValGlnThrAsnTrpGlnLysLeu 
181 AGACCGCGTCCOTTtaGGO^GAGGTTATCGCXCCTGCTGTCCAGACCAACTGGC^^ 
TCTGGCGCAGGGCAGTCCGTCTCCAATAGCGGGGACGACAGGTCTGGTTGACCGT^^ 

GluThrPheTrpAlaLysHisMetTrpAsnPhelleSerGlylleGlnTyrLeuAlaGly 
241 TCGAGACCTTCTGGGCGAAGCATATGTGGAACTTCATCAGTGGGATACAATACTTGGCGG 
AGCTCTGGAAGACCCGCTTCGTATACACCTTGAAGTAGTCACCCTATGTTATGAACCGCC 

LeuSerThrLeuProGlyAsnProAlalleAlaSerLeuMetAlaPheThrAlaAlaVal 
301 GCTTGTCAACGCTGCCTGGTAACCCCGCCATTGCTTCATTGATGGCTTOT 

CGAACAGTTGCGACGGACCATTGGGGCGGTAACGAAGTAACTACCGAAAATGTCGACGAC 

ThrSerPrc^uThrThrSerGln 
361 TCACCAGCCCACTAACCACTAGCCAAA 
AGTGGTCGGGTGATTGGTGATCGGTTT 
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FIG. 4 Translation of DNA 81 

SerGlyLysProAlallelleProAspArgGluValLeuTyrArgGluPheAspGluMet 
1 GTCCGGGAAGCCGGCAATCATACCrcACAGGGAAGTCCTCTACCGAGAGTTCGAT^ 
CAGGCCCTTOGGCCGTTAGTATGGACTGTCCCTTCAGGAGAT^ 

GluGluCysSerGlnHlsLeuPrdTyrlleGluGlnGlyMetMetl^uAlaGluG^^ 
61 GGAAGAGTCCTCTCAGCACTTACCGTACATCGAfiCAAGGGATGATGCTCGCC^^ 
CCTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACT^ 

LysGlnLysAlaLeuGlyLeuLeuGlnThrAlaSerArgGlnAlaGluVallleAlaPro 
121 CAAGCAGAAGGCCCTCGGCCTCCTGCAGACa;CGTCCCGTCAGGCAGAGGTTATO 
GTTCGTCTTCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTCTC 

AlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhe 
181 TGCTGTCCAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGAAGCATATGTGGAACOT 
ACGACAGGTCTGGTTGACCGTTTTTGAGCTCTGGAAGACCCGCTTCGT^ 

IleSerGlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnProAlalleAla 
241 CATCAGTGGGATACAATACTTGGCGGGCTTGTCAACGCTCCCTGGTAACCCC^ 

GTAGTCACCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTGGGGCGGTAAC^ 

SerLeuMetAlaPheThrAlaAlaValThrSerProLeuThrThrSerGln 
301 TTCATTGATGGCTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCCAAA 
AAGTAACTACCGAAAATCTCGACGAO^XGGTCGGGTGAT^ 



FIG. 5 Translation of DNA 36 

AspAlaHisPheLenSerGlnThrLysGlnSerGlyGluAsnLeuProTyrLeuValAla 
1 GATGCCCACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAACCTTCCTXACC^^ 
CTAO^GGTGAAAGATAGGGTCTGTTTCGTCTCACCCOTCTTGGAAGGAA 

TyrGlnAlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnKetTrp 
6 1 TACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCXTCCCCCATCGTGGGACCAG ATGTGG 
ATGGTTCGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTCTACACC 

LysCysLeulleArgLeuLysProThrLeuHisGlyProThrProLeuLeuTyrArgLeu 
121 AAGTGTTTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATAC^ 

TTCACAAACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGAC 

GlyAlaValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleKetThrCys 
181 GGCGCTGTTCAGAATGAAATCACCCTGACGCACCCAGTCACCAAATACATCATGAOVl^ 
CCGCGACAAGTCTTACTTTAGTGGGACTGCGTGGGTCAGTGGTTTATGTAGTACTGTACG 

MetSerAlaAspLeuGluValValThrSerThrTrpValLeuValGlyGlyValLeuAla 
24 1 ATGTC66CCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGGCGTC 

TACAGCCGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACCGCOGCAGGACra^ 



AlaLeuAlaAlaTyrCysLeuSerThtGlyCysValVallleValGlyArgValVallieu 
301 GCTTTGGCCGCGTATTGCCTGTCAACAGGCTGCGTGGTCATAGTGGGCA^ 

CGAAACOGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTCCa^^ 

Overlap with 81 

SerGlyLysProAlallelleProAspArgGluValLeuTyrArg 
361 TCCGGGAAGCCGGCAATCAXACCTGACAGGGAAGTCCTCTACCGA 
AGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCAfiGAGATGGC^ 
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FIG. 6 Combined ORF of DMAs 36 & 81 



AspAlaHisPheLeuSexGlnThrLysGlnSerGIyGluAsnLeuProTyrLeuValAla 

1 gatgcccactttctatcccagacaaag^ 

ctacx;ggt6aaagatagggtctgtttcgtctcacccct^^ 

TyrGlnAlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTrp 
6 1 TACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTCG^ 

ATGGTTCGGTXK^CACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTC 

LysCysLeuIleArgLeiiLysProThrLeuHisGlyProThrProLeuLeuTyrArgLeu 
121 AAGTGTTTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCC^ 

TTCACAAACTAAGCGGAGTTCGGGTGGGAGGTACCCGGITGTGGGGACGATATGT^ 

GlyAlaValGlnAsnGluIleThrLeuThrHisProValThxLysTyrlleMetThrCys 
181 GGCGCTGTTCAGAATGAAATCACCCTGACGCACCCAGTC^ 

CCGCGACAAGTCTTACTTTAGTGGGACTGCGTGGGTCAGT^ 

MetSerAlaAspLeuGluValValThrSerThrTrpValLeuValGlyGlyValLeuAla 
241 ATGTCGGCCGACCTGGAGGTCGTCACGAGCACCTCGGTGCTCGTTGTC 
TACAGCCGGCTGGACCTCCAGCAGTCCTCGTGGACCaiCGAGC^ 

AlalAUAlaAlaTyrCysLeuSerThrGlyCysValVallleValGlyArgValValLeu 
301 GCCTTGGCCGCGTATTGCCTGTCAACAGGCTGCGTGGT^ 

CGAAACCGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTCC« 

SerGlyLysProAlallelleProAspArgGLuValLeuTyrArgGluPheAspGluMet 
361 TCCGGGAAGCCGGCAATCATACCTCACAGGGAAGTCCTCTACCGAGAGTTCGATGA^^ 
AGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCAGGAGATGGCTCTCAAGCT^ 

GluGluCysSerGlnHisLeuProTyrlleGluGlnGlyMetMetLeuAlaGluGlnPhe 
421 GAAGAGTGCTCOXIAGCACTTACCGTACATCGAGCAAGGGATGATGCTCGCCGAGCAGT^ 
CTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCGGCTC^ 

LysGlnLysAlaLeuGlyLeuLeufilnThrAlaSerArgGlnAlaGluVallleAlaPro 
481 AAGCAGAAGGCCCTOGGOCTCCTGC^ 

TTC^TCTTCOGGGAGaXSGAGGAOSTC^ 

AlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhe 
541 GCTGTCCAGACCAACTGGCAAAAACTCXSAGACCnTOT^^ 
CGACAGGTCIIGGTTGACCGTTTTTGAGC^ 

I leSerGly IleGlnTyrlieuAlaGlyLeuSerThrLeuProGlyAsnProAla I leAla 

601 atcagtgggatacaatacttgg(mggcttctc^ 
tagtcaccctatgttatgaaccs(xx:ga^ 

SerLeuHetAlaPheThrAlaAlaValTlurSerProLeuThrThrSeiGIn 
661 TCATTGATCGCrrrC^CAGCIGC^^ 

AGIlAACTiU^OGAAAAXGTOGACGACAGT^ 
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FIG. 7 Translation of DMA 32 



Overlap with 81 

PheThrAlaAlaValThrSerProLeuThrThrSerGlnThrLeuLeuPheAsnlleLeu 

1 cttttacagcixk:tgtcaccagc(xactaaccacta^ 

gaaaat6tcgacgaca6tg6tcgg6t6attg6tgatcggtttgtc 

GlyGlyTrpValAlaAlaGlnLeuAlaAlaProGlyAlaAlaThrAlaPheValGlyAla 
6 1 TGGGGGGGTGGGTGGCTGCCCAGCTCGCCGCCCCCGGTGCCGCTACTGCCTTTGTOT 
ACCCCCCCACCCACCGACGGGTCGAGCGGCGGGGGCCACX^GCGAXG^ 

GlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGlyLysValLeuIleAspIleLeu 
121 CTGGCTTAGCTGGCGCCGCCATCGGCAGTGOriXXSACaXK^GGAAGGTCCT^ 
GACCGAATCGACCGCGGTOGTAGCCGTCACAACCTCACCCCTTCC^^ 

AlaGlyryrGlyAlaGlyValAlaGlyAlaLeuValAlaPheLyslleMetSerGlyGlu 
181 TTGCAGGGTATGGCGCGGGCGTGGCGGGAGCTCrrGTGGCAl^^ 

AACGTCCCATACCGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAGTACTCGC^^ 

ValProSerThrGluAspLeuValAsnLeuLeuProAlalleLeuSerProGlyAlaLeu 
241 AGGTCCCCTCCACGGAGGACCTGGTCAATCTACTGCCCGCCATCCTCTCGCC^ 
TCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACGGGCGGTAGGAGA^ 

ValValGlyValValCysAlaAlall^euArgArgHisValGlyProGlyGluGlyAla 
301 TCGTAGTCGGCGTGGTCTGTGCAGCAATACTGCGCCGGCACGTTGGCCCGGGOSAG^ 

AGCATCAGCCGCACCAGACACGTCGTTATGACGCGGCCGTGCAACCGGGCCCGCTCCCC^ 

ValGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
361 CAGTGCAGTGGATGAACCXK3CTGATAGCCTTCGCCTCCCGGGGGAACCATG1OT 

GTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGG 
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FIG. 8 Translation of 35 

SerlleGluThrlleThrLeuProGlnAspAlaVedSerArgThrGlnArgArgGlyArg 
1 TCCAmAGACAATCACGCTCCCCCAGGATGCTGTCTCCCGCACTCAAC^ 
AGGTAACTCTGTTAGlXKX;iU;GGGGTCCrACGACA6AG^ 

ThrGlyArgGlyLysProGlylleTyrArgPheValAlaProGlyGluArgProSerGly 
6 1 ACTGGCAGGGGGAAGCCAGGCArciACAGATTTGTGGCAC^ 
TGACCGTCCCCCTTCBGTCCGTAGATCTCTAAACACCGT^ 

MetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCysAlaTrpTyrGluLeu 
121 ATGTTCGACTCGTCCGTCCTCTGTCAGTGCTATGACGCAGGCTGTGCTO^ 
TACAAGCTGAGCAGGCAGGAGACACTCACGATACTGCGTCCGACACGAAC^ 

ThrProAlaGluThrThrValArgLeuArgAlaTyrMetAsnThrProGlyLeuProVai 
181 ACGCCCGCCGAGACTACAGTTAGGCTACGAGCGTACATGAACACCCCGGGGCTTC 
TGCGGGCGGCTCTGATGTCAATCCGATGCTCGCATCTACTTC 



CysGlnAspHisLeuGliiPheTrpGluGlyValPheThrGlyLeuThrHisIleAspAla 
24 1 TGCCASGACCATCTTGAATTTTGGGAGGGCGTCnrrT 

AGGGTCCTGGTAGAACTTAAAACCCKXCGCAGAAATGTCCGGAGTGAG^ 



HisPheLeuSexGlnThrLysGlnSerGlyGluAsnLeuProTyrLeuValAlaTyrGln 
30 1 CACTTTCTATCCCAGACAAAGCAGAGTGGGG AGAACCrrCCTTACCTGGTAGCGTACC^ 
GTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAAT^ 

Overlap with 36 

AlaThrValCysAlaArgAlaGlnAlaiProProProSerTrpAspGlnMetTrpLysCys 
361 GCCACCGTCTGCGCTAGGGCIXIAAGCCCCTCCCCCATCGTGG^ 

CGGTGGCACAOGCGATCXICGAGTTCGGGGAGGGGGTAGCACCCT^ 



LeuIleArgLeuLysProThrLeuHisGlyPrcThrProLeuLeuTyrArgLeuGlyAla 
421 TTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACA^^ 

AACTAAGOGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGAC^ 
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FIG. 9-1 Combined ORF of DMAs 35.36,81 6 32 

SerrieGLuThrlleThrLeuProGlnAspMaValSerArgThrGlnArgArgGlyArg 
1 TCCATTGAGACAATCACGCTCCCCCAGGATGCTGTCTCCCGCACTCAACGTCGGGG^ 
AGGTAACTCTCTTAGTGCGAGGGGGTCCTACGACAGAGGGCGTGAGTTGCA^ 

ThrGlyArgGlyLysProGIylleTyrArgPheValAlaProGlyGluArgProSerGly 
6 1 ACTGGC AGGGGG AAGCOKGGCATCTACAGATTTGTGGCACCGGGGGAGCG^ 

TGACCGTCCCCCTTCGGTCCGTAGATGTCTAAACACCGTX»;CCCCTCGC»^ 

MetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCysAlaTrpTyrGluLeu 
121 ATGTTCGACTCGTCCGTCCTCTGTGAGTGCTAlt^CGCAGGCTGTGCTTGGTATGAGCTC 
TACAAGCTGAGCAGGCAGGAGACACTCACGATACTGCGTCCGACACGAACC^^ 

ThrProAlaGluThrThrValArgLeuArgAlaTyrMfitAsnThrProGlyLeuProVal 
18 1 ACGCCCGCCGAG ACTACAGTTAGGCrACGAGCGTACATGAACACCCCGGGGCTTCCCGTC 
TGCGGGCGGCTClGATGTCAAXCaSAIGCTO^CAlXnr 

CysGlnAspHisLeuGIuPheTrpGluGlyValPheThxGlyLeuThrHlslIeAspAla 
24 1 TGCCAGG ACCATCTTGAATTTTGGGAGGGCGTCrmCAGGCCTCA 

ACGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGGAGTCAGTATATCTA 

HisPheLeuSerGlnThrLysGlnSerGlyGluAsnLeuProTyrLeuValAlaTyrGln 
301 CACTTTCTATCCCAGACAAAGCAGAGTCGGGAGAACCTOCTTACCT^ 
GTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAATGGACC^ 

AlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTrpLysCys 
361 GCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCA6ATGTGGAAGTGT 
CGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGXAGCACCCTGGTCTACACCW 

LeuIleArgLeuLysProThrLeuHisGlyProThrPrbLeuLeuTyrArgLeuGlyAla 
421 TTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCGCTG^ 

AACTAAGCGGAGTTCGGGl!GGGAGGTACCCGGTT6TG6(»;Aa3ATAT6T^^ 

ValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleMetThrCysMetSer 
481 GTTCAG AATGAAATCACCCTGACGCACCCAGTCACCAAATACATCATCAC^ 
CAAGXCTTACTTTAGTGGGACTGCGTGGGTCAGTGGrrXATSX^^ 

AlaAspLeuGluValValThrSerThrTrpValLeuValGLyGlyValLeuAlaAlaLeu 
541 GCCGACCTGGAGGTCGTCAaSAGCACCTCGGTCCTCGTTGGCGG^ 

CGGCTCGACCTCCAGCAGTGCTCGTGGACXCACGACCAACCGCaK^ 

AlaAlaXyrCysLeuSerThrGlyCysValVallleValGlyArgValValLeuSerGly 
601 GCCGCGTATIXKCTGTCAACAGGCTGCGIXXTCAXAGTGGGCA^ 
CGGCGCATAACGGACAGTTGICCGACGCACCAGXATCACCC^^ 

LysProAlallelleProAspArgGluVallMTyrArgGluPheAspGluHetGluGlu 
661 AAGCCGGCAATCATACCTGACAGGGAAGTCCTCXACCGAGAGTT^ 
TTCGGCCGTTAGTATGGACTGTCCCTTCAgGAGATGGCT^^ 

CysSerGlnHisLeuProTyrlleGluGInGlyHetMctlAuAlaGluClaPheLysGln 
721 TGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGAXGCTCGCOGAGC^ 

ACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCGGCTCGT^^ 

LysAlal^uGlyLeuLeuGInThrAlaSerArgGlnAlaGluVallleAlaProAlaVal 
781 AAGGCCCTCGGCerCCIGOtfUUXGCMTCCCGTC^^ 

riCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTCI^^ 
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GlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhelleSer 
84 1 CAGACCAACTGGOVAAAACTCGAGACCTTCTGGGCGAAGCATATCTGGAACl^^ 
GTCTGGTTGACCGTTTTTCAGCTCTGGAAGACCCGCTTCGTATACACCT^^ 

G ly I leG 1 nTyrLeuAlaGlyl^uSerThr LeuProGlyAsnProAla lleAiaSerLeu 
901 GGGATACAATACTTGGCGGGCTTGTCAACGCTGCCnX^TAACCCCGCCATT^ 

CCCTATGTTAT6AACC6CCQGAACAGTTGCGACGGACCATTGGGGCGGTAAGGAA6TAAC 

MetAlaPheThrAlaAlaValThrSerProlAuThrThrSerGlnThrLeuLeuPheAsn 
96 1 AltXOTrmACAGCTGCTCTCACCAGCCCACTAACCACTAGCCAAAC^^ 
TACCGAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGGTTTGO 

IleLeuGlyGlyTrpValAIaAlaGInLeuAlaAlaProGIyAlaAlaThrAlaPheVal 
1021 ATATTGGGGGGGTGGGTCGCTGCCCAGCTCGCCGCCCCCGGTGCCGCTACTGC 

TATAACCCCCCCACCCACCGACGGGTCGAGCGGCGGGGGCCACGGCGATGAa^GAAAC^ 

GlyAlaGlyLeuAlaGiyAlaAlalleGlySerValGlybeuGlyLysValLeulleAsp 
1081 GGCXXriGGCTTAGCTGGCGCCGCCATCGGCAGTGTTGGACTGGGGAAGGTC 
Cr606ACCGAATCGACCGO»;CGGTA6CC6TCACAACCT6ACCCCTT^ 

IleLeuAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAlaPheLysIleMetSer 
114 1 ATCCITGCAGGGTATGGCGCGGGCGTGGCGGGAGCTCTTGTGGaiTTC^ 

TAGGAACGTCCCATACCGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAGTAC^ 

GlyGluValProSerThrGluAspLeuValAsnLeuLeuProAlalleLeuSerProGly 
1201 GGTGAGGTCCCCTCCACGGAGGACCTCGTCAATCTACTGCCCGCCATCCTCTCGC^^ 
CCACTCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACGGGCGGTAGGAGAG^ 

AlaLeuValValGlyValValCysAlaAlalleLeuArgArgHisValGlyProGlyGlu 

1261 gccctcgtagtcggcgtxx;tctgtgcagcaatacixx:gccggcacgttggcccgggc^ 
cgggagcatcagccgcaccagacacgtcgttatgacxx:ggca;t^ 

GlyAlavalGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
1321 GGGGCAGTGCAGTGGATGAACCGGCTGATAGCCTTCXSCCrCCCGGGGGAACCATGTT^ 
CCCOSTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCI^ 

FIG. 9-2 
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FIG* 10 Translation of DNA 37b 



LeuAlaAlaLysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAsp 
1 CTCGCCGCAAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTACTACCGCGGTCl^ 
GAGCGGCGTTTCGACCAGCGXAACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACTG 



ValSerVallleProThrSerGlyAspValValValValAlaThrAspAlaLeuMetThr 
6 1 GTGTCCGTCATCCCGACCAGCGGCGATGTTGTCGTCGTGGCAACCG ATGCCCTCATGACC 
CACAGGCAGTAGGGCTGGTCGCCGCTACAACAGCAGCACCGTTGGCTAC^ 



GlyTyrThrGlyAspPheAspSerVallleAspTyrAsnThrCysValThrGlnThrVal 
12 1 GGCTATACCGGCGACTTCGACTCGGTGATAGACTACAATACGTGTGTCACCCAGACAGTC 
CCGATATGGCCGCTGAAGCTCAGCCACTATCTGATGTTATGCACACAGTGGGTCTG 

. Overlap with 

AspPheSerLeuAspProThrPheThrlleGluThrlleThrLeuProGlnAspAlaVal 
181 GATTTCAGCCTTCACCCTACCTTCACCATTGAGACAATCACGCTCCCCCAGGATGC 

CTAAAGTCGGAACTGGGATGGAAGTGGTAACTCTGTTAGTGCGAGGGGGTCCTACGACAG 

clone 35 

SerArgThrGlnArgArgGlyArgThr 
24 1 TCCCGC ACTCAACGTCGGGGCAGGACTG 
AGGGCGTGAGTTGCAGCCCCGTCCTGAC 



FIG. i I Translation of DNA 33b 



Overlap with 32 

MetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSerProThrHisTyrVal 
1 GATGAACCGGCTGATAGCCTTCGCCTCCCGGGGGAACCATGTTTCCCCCACGCACTACGT 
CTACTTGGCCXSACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGGGTGCGTGATC 

ProGluSerAspAlaAlaAlaArgValThrAlalleLeuSerSerLeuThrValThrGln 
61 GCCGGAGAGCGATGCAGCTGCCCGCGTCACTGCCATACTCAGCAGCCTCACTGTAA^^ 
CGGCCTCTCGCTACGTCGA0GGGC6CAGTGACGGTATGAGTCGTCGGAGTGACATTGGGT 

LeuLeuArgArgLeuHisGlnTrpIleSerSerGluCysThrThrProCysSerGlySer 
121 GCTCCTGAGGCGACTGCACCAGTGGATAAGCTCGGAGTGTACCACTCCATGCTCCGGTTC 
CGAGGACTCCGCTGACGTGGTCACCTATTCGAGCCTCACATGGTGAGGTACGAGGCCAAG 

TrpLeuArgAspIleTrpAspTrpIleCysGluValLeuSerAspPheLysThrTrpLeu 
181 CTGGCTAAGGGACATCTGGGACTGGATATGCGAGGTGTTGAGCGACTTTAAGACCTGGCT 
GACCGATTCCCTGTAGACCCTGACCTATACGCTCCACAACTCGCTGAAATTCTGGACCGA 

LysAlaLysLeuMetProGlnLeuProGlylleProPheValSerCysGlnArgGlyTyr 
24 1 AAAAGCTAAGCT»TGCCACAGCTGCCTGGGATCCCCTTTGTGTCCTGCCAGCGCGGGTA 
TTTTCGATTCGAGTACGGTGTCGACGQACCCTAGGGGAAACACAGGACGGTCGCGCCCAT 

LysGlyValTrpArgVal 
301 TAAGGGGGTCTGGCGAGTG 
ATTCCCCCAGACCGCTCAC 
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FIG. 12 Translation of DNA 40b 

AlaTyrMetSerLysAlaHisGlylleAspProAsnlleArgThrGlyValArgThrlle 
1 GGCTTACATGTCCAAGGCTCATGGGATCGATCCTAACATCAGGACCGGGGTGAGAAC^ 
CCGAATGTAO^GGTTCCGAGTACCCTAGCTAGGATTGTAGTCCrcGCCC^ 

ThrThrGlySerProIleThrTyrSerThrTyrGlyLysPheLeuAlaAspGlyGlyCys 
61 TACCACTGGCAGCCCCATCACGIACTCCACCTACGGCAAGTTCCTTGC 
ATCGTGACCGTCGGGGTAGTGCATGAGGTGGATGCCGTTC^^ 

SerGlyGlyAlaTyrAspIlellelleCysAspGluCysHisSerThrAspAlaThrSer 
121 CTCGGGGGGCGCTTATGACATAATAATTTGTGACGAGTGCCACTCCACGGATC^ 
GAGCCCCCCGCGAATACTGTATTATTAAACACTGCTCACGGTGAGGTGCCTAC^ 

IleLeuGlylleGlyThrValLeuAspGlnAlaGluThrAlaGlyAlaArgLeuValVal 
181 CATCTTGGGCATCGGCACTGTCCTTGACCAAGCAGAGACTGOX^^ 

GTAGAACCCGTAGCCGTXykCAGGAACTGGTTCGTCTCTGACGCCCCCGCTCTGACCA^ 

LeuAlaThrAlaThrProProGlySerValThrValProHisProAsnlleGluGluVal 
241 GCTCGCCACCGCCACCCCTCCGGGCTCCGTCACTGTCCCCCATCCCAACATCGAG^ 
CGAGCGGTCGCGGTGGGGAGGCCCGAGGCAGlXyWia^CGGGGTAGGGTTC 

AlaLeuSerThrThrGlyGluIleProPheTyrGlyLysAlalleProLeuGluVallle 
301 TGCTCTGTCCACCACCGGAGAGATCCCTTTTTACGGCAAGGCTATCCCCCTCGAAGTAAT 
ACGAGACAGGTGGTGGCCTCTCTAGGGAAAAATGCCGTTCCGATAGGGGGAGCTTCATTA 



LysGlyGlyArgHisLeuIlePheCysHisSerLysLysLysCysAspGluLeuAlaAla 
361 CAAGGGGGGGAGACATCTCATCTTCTGTCATTCAAAGAAGAAGTGCGACGAACTCGCCGC 
GTTOCCCCCCTCTGTAGAGTAGAAGACAGTAAGTTTCTTCTTCACGCTGCT^ 

Overlap with 37b : 

LysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVal 
421 AAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTACTACCGCGGTCTTGAOSTC 

TTTCGACCAGCGTAACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACax;CACAM 



IleProThr 
481 CATCCCGACCAG 
GTAGGGCTGGTC 
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FIG. 13 Translation of DNA 25c 



CysSerLeuThrValThrClnLeuIieuArgArgLeuHisGlnTrpIleSerSerGluCys 
1 ACTGCAGCCTCACTGTAACCCAGCTCCTGAGGCGACTGCACCAGTGGATAAGCT 
TGACGTCGGAGTGACATTCGGTCGAGGACTCCGCK^ACGTGGT^ 



ThrThrProCysSerGlySerTrpLeiiArgAsplleTrpAspTrpIleCysGluValLeu 
61 GTACCACTCCATGCTCCGGTTCCTGGCTAAGGGACATCTGGGACTGGATATGOT 

CATGGTGAGGTACGAGGCCAAGGACCGATTCCCTGTAGACCCTGACCTATACX3CTCCACA 

Overlap with 33b 

SerAspPheLysThrTrpLeuLysAlaLysLeuMetProGlnI<euProGlyIleProPhe 
121 TGAGOSACTTTAAGACCTGGCTAAAAGCTAAGCTCATGCCACAGCTGCCT^ 
ACTCGCTCAAATTCTGGACCGATTTTOGATTCGAGTACGGTGTCGACGGACCCT 



ValSerCysGlnArgGlyTyrLysGlyValTrpArgGlyAspGlylleMetHisThrArg 
18 1 TTGTGTCCTGCCAGCGCGGGTATAAGGGGGTCTGGCGAGGGGACGGCATCATGCACACTC 
AACACAGGACGGTCGCGCCCATATTCCCCCAGACCGCTCCCCTGCCGTAGTACGTGTGAG 

CysHisCysGlyAlaGluIleThrGlyHisValLysAsnGlyThrMetArglleValGly 
24 1 GCTGCC ACTGTGGAGCTGAGATCACTGGACATGTCAAAAACGGGACGATGAGGATCGTCG 
CGACGGTGACACCTCGACTCTAGTGACCTGTACAGTTTTTGCCCTGCTACTCCTAGCAG^ 

ProArgThrCysArgAsnMetTrpSerGlyThrPheProIleAsnAlaTyrThrThrGly 
301 GTCCTAGGACCTGCAGGAAO^TGTGGAGTCGGACCTTCCCCATTAATGCCTACACCACQG 
CAGGATCCTGGACGTCCTTGTACA<XTCACCCTGGAAGGGGTAATTACGGATC 

ProCysThrProLeuProAlaProAsnTyrThrPheAlaLeuTrpArgValSerAlaGlu 
361 GCCCCTGTACCCCCCTTCCTGCGCCGAACTACACGTTCGCGCTATCGAGGGTCTCTGC^ 
CGGGGACATGGGGGGAAGGACGCGGCTTGATGT6CAAGCGCGATACCTCCCACAGACGTC 

GluTyrValGluIleArgGlnValGlyAspPheHisTyrValThrGlyMetThrThrAsp 
421 AGG AATATGTGGAGAT AAGGCAGGTGGGGG ACrrCCACTACXSTG ACGGGTATC ACT^^ 
TCCTTATACACCTCTATTCCGTCCACCCCCTGAAGGTCATGCACTGCCCATACTC^ 

AsnI,euLysCysProCysGlnValProSerProGluPhePheThrGlu 
481 ACAATCTCAAATGCCCGTGCCAGGTCCCATCGCCCGAATTTTTCACAGAAT 
TGTTAGAGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGTGTCTTA 
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FIG. I 4^1 Combined ORF of DHAS 401>/37b/3 5/36/8 1/3 2/33b/25c 

AlaTyrMetSerLysAlaHisGlylleAspProAsnlleArgThrGlyValArgThrXle 
1 TGCTTACATGTOZMGGCTCATGGGATGGATCC^ 

ACGAATGTlCA0GTTCCGA6TACCCTi^CTAGaAT1!GTAGTCCTGGC^^ 

ThrThxGlySerProI leThrTyrSerThrTyrGlyLysPheLeuAlaAspGlyGlyCys 
6 1 TACCACTaSCAGCCCCATCACGTACTCCACCTACGGCAAGTTCCTTC^ 
ATG6T6ACCX;TCGGGGTAGTCCATGAG6TGGAaXK:CGTTCA^ 

SefGlyGlyAlaTyrAspIlellelleCysAspGluCysHlsSerrhrAspAlaThrSer 
121 CTCGGGGGGCGCTTATGACATAATAATTTGTGACGAGTGCCAC^ 
GAGGCCCCCGCGAATACTGTATIATTAAACACIGCTCACGGTGAG^ 

Il^LeuGlylleGlyThrValLeuAspGlnAlaGluThrAIaGlyAlaArgLeuValVal 
181 CATCTTGGGCATCGGCACTGTCCTTGACCAAGCAGAGACTGaXX;6G 
GTAGAACCCGTAGCCGTGACAGGAACOIGGTTCGTCTCTGACX^ 

LeuAlaThrAlaThrProProGlySerValThrValProHisProAsnlleGluGluVal 
24 1 GCTCGCCACC^CACCCCTCCGGGCTCCGTCACTGTGCCGCATCCC^ 

CGAGCGGTCGCGGTGGGGAGGCCCGAGGCAGTGACACGGGGTAGGGTTGTAGCTC 

AlaLeuSerThrThrGlyGluIleProPheTyzGlyLysAlaZleProLeuGluVallle 

301 tgctctgtccaccaccggagagatcccttttt 

acgagacaggxggtcgcctctctagggaaaaatgccx;ttccgatagg 

LysGlyGlyArgHisLeiUlePheCysHisSerLysLysLysCysAspGluLeuAlaAla 

361 o^agggggggagacatctcatcttctgtcattc^ 

gttocccccctctgtagagtagaagacagtaagtttcttcttca 

LysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVal 

421 aaagctggtcgcattgggcatcaatgccgtggcctactaccgcggtcttgac^ 
tttcgaccagcgtaacccgtagttacggcaccggaoxsatcgcgccagaaci^^ 

IleProThrSexGlyAspValValValValAlaThrAspAlaLeuMetThrGlyTyrThr 
481 catcccgaccmcggcgatgttgtcgtcgtggcaaccgatgccctcatgacctc 
gxagggctggtcgccgctacaacagcagcaccgttggctacggg 

GlyAspPheAspSerVallleAspTyrAsnThrCysValThrGlnThrValAspPheSer 

54 1 cggcgacttojactcggtcatagactacaatacgtgtgtcacccagacagtc^ 
gcokrrgaagctgagccactatctgatgttatgcacacagtgggrc 

LeuAspProThrPheThrlleGluThrlleThrLeuProGlnAspAlaValSerArgThr 
601 CCTTGACXCTACCTTCACCATTGAGACAATCACGCTCCCCCAGGAT^ 
GGAACTGGGATGGAAGTGGTAACTCTGTTAGTGCGAGGGGGTCCT^^ 

GlnArgArgGlyArgThrGlyArgGlyLysProGlylleXyrArgPheValAlaProGly 
661 TCAACGTCGGGGOVGGACTGGCAGGGGGAAGCCAGGCATCTACAGATT^ 

AGTTGCAGCCCCGTCCTGACOGTCCCCCTTCGGTCCGTAGATGTCTAAACACTO 

GluArgProSerGlyMetPheAspSerSerVallieuCysGluCysTyrAspAlaGlyCys 
721 GGAGCGCCCCTCCGGCAOXSTTCGACTCGTCCGTCCTCTGTGAGTGC^^ 
CCTCGCGGGGAGGCCGTACAAGCTGAGCAGGCAGGAGACACTCACGAT^ 

AlaTrpTyrGluLeuThrProAlaGluThrThrValArgLeuArgAlaTyrMetAsnThr 
781 TGCTTGGTAaiGAGC TCACGCOrGCXXIAGACTACAGTTAGGCrAGGAGCGT ACATGAACAC 
ACGAACCATACTCGAGTGGOGGCGGCTCTGAOXnK^ 

ProGlyLeuProValCysGlnAspHisLeuGluPheTrpGluGlyValPheThrGlyLeu 
84 1 CCCX;GGGCTTCCCGTCTGCCAGGACCATCTTGAATarr^^ 

GGGCCCCGAAGGGCACAOGGTCCTGGIT^GAACTTAAAACCCTCCCGCAGAAATG 

ThrHisIleAspAlaHisPheX^uSerGlnThrLysGlnSezGlyGluAsnLeuProTyr 
901 CACax:ATATAGATGCCCACrTTCTATCCCAGACAAAG<^^ 

GTOASTATATCTAOGGGtGAAAGATAGGGTCT G mCGTClCACCCCTCTTGGAAGGAAT 
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LeuValAlaTyrGlnAlaThrValCyaAlaArgAlaGlnAlaProProProSerTrpAsp 
961 CCTGGTAS<CTACCAASCCACCGTGTGCGCMGGGCTCAA^ 
GGACCATC^TGGTTCGGTGGCACACGCGATCCCGAGOTCGG 

GlnMetTrpLysCysLeuIleArgLeuLysProThrl^uHisGlyProThrProLeuI^u 
1021 CCAGATGTGGAAGTGTTTGATTCGOrrCAAGCCCACCC^^ 
GGTCTACACCTTCACAAACTAAGOGGAGTTCGGGTOK 

TyrArgLeuGlyAlaValGlnAsnGlulleThrl^uThrHisProValTlirLysTyrlle 
1081 ATACAGACTGGGCGCIX3TTCAGAATGAAATCACCCi:GAa;CACC^ 
TATGTCTGACCCGMACAAGTCTTACTTTAfiTGGGACTGC^^ 

MetThrCysMetSerAlaAspI^uGluValValThrSerThrTrpValLeuValGly^ 
1141 CATGACATGCAIGTCXSGCCGACCTGGAGGTCGTCACGAGCAOC^^ 

GTACTGTACGTACAQCC3GGCTGGACCTaaUXMTGCTCGTGGACC<^^ 

ValLeuAlaAlaLeuAlaAlaTyrCysLeuSerThrGlyCysValVallleValGlyArg 
1201 CGrcCTGGClGCTTTGGCaSCGTATTGCCTGTCAACAGGCTGCX:!^ 

GCAGGACCGACGAAACO^GCGCATAACGGACAGTTGTCCGACGCACCAGTATC^ 

ValValLeuSerGlyLysProAlallelleProAspArgGluValLeuTyrArgGluPhe 
1261 GGTCGTCTTGTCCGGGAAGCCGGCAATCATACCTGACAGGGAAGOXrCTCTAC^ 
CCAGCAGAACAGGCCCTTCGGCCGTTAGTATGGACTGTCCCT^^ 

AspGluMetGluGluCysSerGlnHisLeiiProTyrlleGIuGlnGlyMetMetLeuAla 
1321 CGATGAGATCGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGA 
GCTACTCTACCTTCTCACGAGAGICGTGAATGGCAIGTi^^ 

GluGlnPheLysGlnLysAlaLeuGlyLeuIeuGlnThrAlaSerArgGlnAlaGluVal 
1381 CGAGCAGTT(»AGCAGAAQGaCTCGGCClXXTGtt 

GCTCGTCAAGTTCGTCTTCCGGGAGOX^GAGGACGTCTG^ 

IleAlaProAlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMet 
1441 TATCGCCCCTGCTGTCCAGACCAACTCGCAAAAACTCGAGACCT^ 
ATAGCGGGGACGACAGGTCTGGTTGACCGTTTTTGAGCTCl^^ 

TrpAsnPhelleSerGlyllcGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnPro 

1501 gtggaacttcatcagtgggatacaatacttggogggcttgt^ 
cacctt6aagtagtcaccctatgttatgaacx:gcccgaacagttg^ 

AlalleAlaSerLeuMetAlaPheThrAlaAlaValThrSerProI^uThrThrSexGln 
1561 CGCCATTGCTTCATTGATGGCTTTTACAGCTGC^ 

Gax;TAA0GAAGTAACTAC(XUAAATGTa;ACGACA6TGGTCGG6TGAT^^ 

ThrLeuX^uPheAsQlleLeuGlyGlyTrpValAlaAlaGlnl^uAlaAlaProGlyAla 
1621 AACCCTCCTCTOCAACATAXTGGGGGGGTGGGTGGCTGC^^ 
TTGGGAGGAGAAGTTCTATAACCCOXrCACCCACCGACGGGTO 

AlaThrAlaPheValGlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGly 
1681 CGCTACTGCCTTTGIOGGCXK:TGGCTTAGCTGGa^^ 

GCGATGACGGAAACACCCG0GACC£AATG6ACGGCGGQGGTAGCX% 

LysValLeuIleAspIleLeuAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAla 
1741 GAAGGTCCTCAZAGACATCCTTGOVSGGTAIGGaSGGGGOGaXX;^^ 
CTTCCAGGAGTATCTGTAGGAAOGTCCCATACQGOGCCC^^ 

PhAysIltitetSerGlyGIuVaXPxoSerXhxGluAsplMValAsnl^u^ 
1801 ^J^^^^^^^^g^^^^g^^^ 

IleLeuSerProGlyAlalieuValValGlyValValCysAlaAlalleLeuArgArgHis 
1861 CATCCrCTCGCCCGGAGCCCTCGTASTOGGCGTGGTC^ 

GTAGGAGAGCGGGCCTCGGGAGCATCAGCCGCACCAGACAC^^ 

FIG. I 4 -2 valGlyProGlyGluGlyAlaValGlnTrpMetAsQArgLeuIleAlaPheAla^ 
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1921 CGTTGGCCCGGGCGAGGGGGCAGTGCAGTGGATGAACCGGCTGATAGCCTTCGCCTC^ 
GCAACCGGGCCCGCTCCCCCGTCACGTCACCTACTTGGCCGIICTAI^^ 

GlyAsnHisValSerProThrHisTyrValProGluSerAspAlaAlaAlaArgValThr 
1981 GGGGAACCATGTTTCCCCCACGCACTACX;TGCCGGASA6CGATGCAGCTGCCCGC^ 
CCCCTTGGTAC7iAAGGGGGlX;CGT6ATGCACGGCCTCTQ^ 

AlalleLeuSerSerLeuThrvalThrGlnLeuLeuArgArgLeuHisGlnTrpIleSer 
2041 TGCCATACTCAGCAGCCTCACTGTAACCCAGCTCCTCAGGCGACTGCACCAG 
ACGGTATGAGTCGTCGGAGTCACATTGGGTCGAGGACTCCGCTGACGTGGTC^ 

SerGluCysThrThrProCysSerGlySerTrpLeuArgAspIleTrpAspTrpIleCys 
2101 CTCGGAGTGTACCACTCCATGCTCCGGTTCCTGGCTAAGGGACAXCTG^ 
GAGCC1^CATGGTGAG6TACGAGGCX7U\GGACCGATTCCCTGTAGAC^^ 

GluValLeuSerAspPheLysThrTrpLeuLysAlaLysLeuMetProGlnLeuProGly 
2161 CGAGGTGTTGAGCX^ACTTTAAGACCTGGCTAAAAGCTAAGCICATGCCACAGCl^ 
GCTCCACAACTCGCTGAAATTCTGGACCGATTTTOT 

IleProPheValSerCysGlnArgGlyTyrLysGlyValTrpArgValAspGlylleMet 
2221 GATCCCCTTTGTGTCCTGCCAGCGCGGGXATAAGGGGGTCTGGCGAGTGGACG^ 
CTAGGGGAAACACAGGACGGTCGCGCCCATATTCCCCCAGACCXK^TCArc 

HisThrArgCysHisCysGlyAlaGluIleThrGlyHisValLysAsnGlyThrMetArg 
2281 GCACACTCGCTGCCACTGTGGAGCTGAGATCACTGGACATGTCAAAAAO^GGAC^^ 
CGTGTGAGCGACGGTGACACCTCXSACTCTAGTGACCTGTACAGTT^ 

I leva IGly ProArgThrCysArgAsnMetTrpSerGlyThr PheProlleAsnAlaTyr 
234 1 GATCGTCGGTCCTAGGACCTGCAGGAACATGTGGAGTGGGACCTTCCCCATTAATGCCTA 
CTAGCAGCCAGGATCCTGGACGTCCTTGTAOICCTCACCCTGGAAGGGGTAATTACGGAT 

ThrThrGlyProCysThrProLeuProAlaProAsnTyrThrPheAlalieuTrpArgVal 
2401 CACCACGGGCCCCTGTACCCCCCTTCCTGCGCCXSAACTACACGTTCGCGCTATGGAGG^ 
GTGGTGCCCGGGGACATGGGGGGAAGGACGCGGCTTGATGTGCAAGCGCGATACCTCCCA 

SerAlaGluGluTyrValGlulleArgGlnValGlyAspPheHisTyrValThrGlyMet 
2461 GTCTGCAGAGGAATATGTGGAGATAAGGCAGGTGGGGGACTTCCACTACGTGACGGGTAT 
CAGACGTCTCCTTATACACCTCTATTCCGTCCACCCCCTCAAGGTGATGCACTC 

ThrThrAspAsnLeuLysCysProCysGlnValProSerProGluPhePheThrGlu 
2521 GACTACTGACAATCTCAAATGCCCGTGCCAGGTCCOVTCGCCOJAATT^^ 

CTGATGACTGTTAGAGTTTACGGGCACGGTCaGGGTAGCGGGCTTAAAAAGTGTC^ 



FIG. 14-3 
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FIG. 15 TranslatlOQ of DIA 33c 

AlaValAspPhAneProValGluAsxiZ^uGluXhzThxMetAr9SerProV&^ 

CCGCCACCTGAJUOSJySQGACACCSCnG^ 

AspAanSe rSerP roProValValPToGlnSerPh^ 
61 GGATAACICCTCTCCAOCAGtAGTGOCCCAGAGCTtCCAGGTGGCICACCS^ 
CCXATTGMS6IU»GGTGGTCATCA0C»;GT^^ 

ThzGl7SezGl7l<7sSerXbrl«78ValProAlaAlaT7rAXajaaGlAGl7T^ 
121 C aCySGCftfiO S GCAAAj^CCft^^ 

GTOTCCGTCGCCUlYlTOUXtiGTXCCftGGGCCSftCGTfcTAO^ 



CGATCATGIUnTGGG62U»CMOGKGTTG!^^ 



■ ■ ■ Offcrlap with 4Q b ■ ■■■ ■ ■ ■■■ ■ 

RisGIrUoaUpPscdUiaUaAjrgthzGI^^ 
241 TCAXGGGAXGGAXCCnACftXCA^^ 

AGTACCCZAGCXAGGASXGXAGTOClGGCCCCACrLTiVi^^ 

ThrTTTSezfOizTTxGlyLysPheLeuAlaAspGlyGlTCTsSexGlTGl^ 
301 CACGTACTCCAOrZAOGGCl^rrCCTT^ 

GTGCASGMGTGGASGCGGnCMGGAACGGClGQOGCC^^ 

IlelleneCysAspGIuCTsHisSeraSirAspJaaThrSarneLeuGlyneGlTT^ 
361 CAgRAgAATrTGT SAOGaG TOC 

GTftnXTIAAACACTGCTCIUOGGTGAGGTGCCTAOGGXGTaGGTIU^^ 

ValI^\iAspGlxiAlaGlu3hrAla6l7AlaAr9X«uValValLeuiaaTh^ 
421 TGTCCTlGACaVAGCAGAGJUWMXKGGC^^ 
ACftSGAJUnGGTTCGTClXrrG^ 

ProGlySerValThiValProHisPrQAsnlleGluGluValiaal^uSerThrThrG 
481 TCCGGGCTCOGTCACTGTGCCCCAXCCCA^AXCGA^^ 

AGGCXCGAGGCAGTG>CAOSGGGTAGGGTTGXRGClCCTCCAAOgAGACAG(^^ 

GluUeProPhflTTTGlyLysAlaUeiProLeuCluVallleLysGlyGlyi^Hi^^ 
541 AGftSATCCCTTTTTM3GGCMGGCTI^ 
TCTCTJUyyaUAAA3XX X GT K CGAI^^ 

IlePheCysaisSezLjsLysLysCysAspGluLeuAlaAlaZiysLeuV^lAlaleuGly 
601 CATCTTCXGTCiaTaaUUSAAGMGTG^ 

GtftSAAGACAGXMGTXTCTTCTTCACGCIGCnGAfiCGG^ 

IleAsnAlaYalJaaTyxTyrArgGlyLeuAspValSerValUeProThrSexGlyAap 
661 CAiaVATGCaSTGGCCIACXIurOGCGGTCTTGACGTGTC 
GTAfiTTJU:GGCACCGGATGATGGaX:a^GAi^ 

ValValValValAlaThrAspAlalAuMetThxGlyTyrThrGlyAspPheAspSexV 
721 T G n X STCGT CG TG G CAACOGATGCXCTCATGACCGGCTAT^ 
ACAACAGCMXACCGITGGCXACGGGAGXACTGGCCGA^ 

XleAspCysAsnThxCys 
781 GATAGACtGCAAIAGGTGTG 
CTATCTGACGTCATGCACAC 
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FIG. 16 Translation of DMA 8h 

ProCysThzCysGlySerSezAs^t^uTTi^MValThrArgHlsiaaAspV 
1 CTCCCTGCACTTGCa^CTCCTO G GA OClVI ACCT GG T^^ 
GAGGGACGTGAACGCOGAGGMCCZGGAMTGGACCAGTGC^ 

ValAz^ArgArsGlyAspSeriUrgGlTSerLeuLexiSerPrQArgProZleSerT^ 
61 CCGTCax:CGGCGGG6TGATft5CAGG«aau;^^ 
GGCACGOGGCCaCCCCaCl A TCGTO C OOG TO G G ft^^ 

LysGlySarSerGli^lTPrb ^^ 

ACrrrCOGAGGAGCCCOCCAGGGGACMCACXaS^^ 



Overlap vlth 

AlaAlaValCysThrArsGlTValAlalfTBAlaValAspPheneProValGlu^ 

181 GGGCCGCGGTGTCCACCayrGGat^^ 

CCCGGCGCCACACGTGGGCltfXTCACOGJUnG^^ 



33c- 



GluThxThtftetAzgSerProValPhoZhrMpAsnSer 
241 TAGAGACAKCATGMGICC^^ 

ArcTCTGITGGTACtCCAGGGGCCACAAGTGCCXAITGiUjGJ^ 



FIG. 17 Translation of DMA 7e 

GlTTrpArgLeuLeuAlaProUtiThrJaaT^rzAlaGlnGlfiShrArgGl^ 
1 GGGGTGGAGGXTGCTGGCGOCCAXaU^XGTAOGCC^^ 
CCCCACCTCCAACGACOGCSGGTJtfSTGCCGCATGCGGG 

CysIlelleXbrSerl^uTlutSlyArgAspLysAsQGlJiValGluGljGluValGlDll^ 
61 GTGCATJATCACCAGCCXAACTGGCCGGGACAAAAACCAAGTG^ 
CACGTATTAgTGGTCGGATTGACCGGCCXrrGTTTTT GG TTCACCTC 

ValSezThrAlaAlaGlnThrPheLauAlaThrCysUaAsnGlTValCysT^^ 
131 TGTG!rcAACTGCTG<XCAAACCTTCCIGGCAACGTGCA^^ 
ACACAGTlX>ACGACGGGTTaXjGAA0GAC0GTTGC2U^ 

TyrHlsGlyAlaGlTThrArgThrUeAlaSarPrc^ysGlTProVallleGlnMfetTTr 
181 CTACCACGGGGCOGGAACGAGGACCATCGCGTCACC^ 

GATGGTGC(X0GGCCTTGCXCCTGGTAG06CA6XG6GTTCCC2^^ 



ThrAsnValAspGlnAsplAuValGljrTrpProAlaPzoGlaGlySarArgSerLeuThr 
241 TACCAATGTJU^ftCCMGACCTTGTGGGCTGGOOa^^ 
ATGGTTACATCTGGTTCTGGJUU^CGO^ 

Overlap with 8 h 
ProCysThrCysGlySerSerAspLeuTyrlieuValthrArgKis 
301 ACCCTGCACTTGCGGCICCTOGGAOCTTIACCIGGTCAOSiyi^^ 
TGGGACGTGAACGCGGASGAfiCCTGGAAASGGAOCUyGTGCXQ^^ 
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FIG. 18 Translation of DHU 14c 



AsnMetXrpSerGlTThrPheProlleAsaAaaTTztlurTh^ 
1 G^^CAZGTGGACTGGGACCTTCCCXATTAATGCC^ 
CTT6XAaU:CTCACCCTGGAA60»tAATT^^ 

——Overlap with 25c ■ ■ ■ 

ProAlaProAsnTTrThrPheAlaLeutrpAr^alSerAlaCluGluTTrValCluZlQ 
61 TCCTGCGCCGAACTlUIACGTXCGCGCtATGGAGGGtGXCT^^ 
AGGACGCGGCTTGATGTCCAAGCGCGAIACCTCCCl^^ 



ArgGlaValGlyAspPheHi^TyrValThzGlTketZhzThrAspAsxxL^^ 
121 AAGGOUKSTGGGGGACITCCI^tCACGTGACGGGTASGACX^CT^^ 



CysGlnValProSerProGluPhePheThrCluLeuAspGlTValArgLe^ 
181 GTaXAGGTCCCATCGCCCGAA rr Tr rCA CAGAAT^^ 
CACGGTCCAGGGTAGCGGGCTTAAAMGTGZCT^^ 

Al aProProCjsLysProLeuLeuArgGluGluValSerPheAr^alGlyLeuKlsGlu 
241 TGCGCCCCrCTGCAAGCCOriGCTGCGGGAGGAGGXAr^^ 
ACGCGGGGGGACGTTCGGGAACGACGCCCTCCTCC^^ 

TyrProValGlTSexGlxiLeuProCysGluProGluPrQl^ValAlaValLeuThrSer 
301 ATACCCGGTAGGGTCGCAATTACCTTGCGAGCCCGAAC 
lATGGGCXZAXCCCAfiCGTXMTGGAACGCtOG^^ 

MetZ^uTlirAspProSerHlsIleThrAlaGluAlaAlaGlyArgArgZAuAlaA^ 
361 CASGCTCACTGAXCCCTCCCATAXAACAGCAGAGGCGGCOGGGO^^ 
GTACGAGTGACTAGGGAGGGTATATTGTCGTCTCCGCCGGCCOGC^^ 

SerProProSerValAlaSerSerSerAlaSerGlDLeuScrAlaProSerLeuLysAla 
421 ATCACCCCCCTCTGTGGCCAGCTCCTCGGCTAGCCAGCTATC 

TAGIGGGGGGAGACACCGGTCGAGGAGCCGATCGGTCGAtAfiGOGAGGT^^ 

ThrCysThrAlaAsnHlsAspSerProAsp 
481 AACTTGCACCX^CTAACCATGACTCCCCTGAT 
ITOAACGTGGCGATrGGTAClX^AGGGGACTA 
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FIG. 19 Translation of JiNA 8£ 



Overlap vith 14e 

SerSerSerAlaSezGlnLeuSerAlaProSerLeuLysAlallizCTsThrAlaAsnKls 
1 AGCrCCaCG GC lACCCafiCI A gCOGClCCATCaCiaUlSGCAaCCTGCACm 
KG»GG»aCOSM(XGTCG»SkBIXGliSSG^ 



AspSerProAspAlaGluLeuIleGluAIaAsnLetiLeuTrpArgGlnGluMetGlyGly 
61 6A(^CCCCIGAXGCIGA6CICA3»GAGGCCA^^ 

CTGAGSGGACXAOSACXCGAGZAICXOCGGnGGJyGGATACCIOOGXOCXCXACCOSCOG 

AsnlleThrAr^alGluSexGluAsnLysValvailleLeuAspSerPhfiAspProLeu 
121 AACMgA ^ftS^T T gCTC^^ 

valAlaGI uGluaapGlttArgGluneSerValProftlaGlttllcI^iArgLyaSerArg 
181 GTGGOgGftCGftSGA 0 G»CCGGfi » G AT CIO0CaACO0Ga»fflUMtt ^ 
CACCGCCTCCTCCT GC TOGC(XTCT i tfaSGCATGGG U. ' lVlT I ^ ^ 

ArgPhaAlaGlnAlaLeuProValSrpAlaArgProAspXjnd^nProProLauValGlu 
241 AGAZTa»XaUXCOCIGCC06TTtGG6C6CGGCOGGACXiaM^ 

TCTMU^CGGGTCXGGGiUCGGGCAAACCCGCGCCGGCCTGJaAXTGGGGGG 

ThrTrpLysLysProAspTyzGluProProValValHisGlTCysPrOLeuProProPro 
301 ACGIGGAJUUUUXXCGACTMZGAi^CCACCTGTGGT^^ 

LysSerPzoProValPzo 
361 AA6TCCCCICCT6SGCC6 
TtCAGGGGAGGACAOGGC 



FIG. 20 translation of £MA 33 f 



yalTrpAlaJ^ProAspiyrAsnProProLeuyalGluThzTrpLysLysPrQAspTyr 

1 C b ' m\» GGCGCGGCCGGACT»IJUtfXCCCCGCIAGTGG« 

GCMU^CCGCGCCGGCCTSmriGGGGGGCSATCACCTCIGa^Cm 

• ■ ■ ■ ■ O ve rlap with 8f 

GluProProValValEisGlTCysPrOLeuProProProLysSerProProValProPro 
61 CGAACatfXTGTGGTCCAIGGCTGCCOGC r iC CA OClCaUUWSTCCCCTCC^ 

ProftrgLysLysArgThrValYalLeuThrGluSerThrLeuSerThrAlaLwuAlaGltt 
121 GCCTCGG M G A aGCGGM»GlGGTOCTCACTSiAICAilCCCI!MCT^^ 

cGGMk x :iuviaxaoc'i ttca >c c a o c»6TGiC'rg i M ^ 

LeuAlaThrArgSerPheGlySerSerSerThrSerGlyZleThxGlyAspAsnZhrThr 
181 GCICGCCACCASAAGCTtTGGCAGCTCCTCIUVCTTCCGGCAXTMSSG^ 

ThrSerSezGluProAlaProSezGlTCysProProAspSarAspAlaGluSerPhft 

241 AACATCCTCIGASCCC6CCCCVlCIt iG CTGCCCCCCCG»CTO0GACGCTGa <»l^ ^ 
XIGaAGGAGACIOGGGOGGGGAAGi^CGACGGGGGGGCKAGGCIGOSACX^^ 
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AlaSerArgSerPheGlTSexSerSerThrSezClylleThrGIyAspAsnThrThrTto 
1 GCCTCCAGAMXrXTTGGCJUSCTCCTa^^ 
OGGAS GTCi rrO G iaU^Caa«AGGAGTTGAA^ 

Overlap with 33 f 

SerSerGluProAl aProS^zGlyCysProPrcAspSexAspAlaGluSerTyrSerSer 
61 TCCTCTGAGCcay:cxcinmk;cit^^ 

AGGAGACTCGGGOGGGGAAGAOZGACGGGGGGGCTGM^GCT^^ 
MetProProLeuGluClTGluProGlyAspPrGAflpLetiSerAspGlTSerTrpSezThr 

ValSerSerGluAlaAsnAlaGlxil^ValValCysCysSexMetSerTTrSerTrpT^ 
181 GTO^i^STCaCGCCAACGCGGJU^ATGTC G ^ 
CASTOlTCACTCCGGTIGCGCCTariAC^^ 

GlyAlatouVaaThrProCyaXI nM nGluGluGlnLysLauProIleAmM «T<fmSer 
241 GGCGCACTOCTCACCCOGIXkSCOGCGGAiU:^^ 
CCGCGTGAGCAGTGGGGCACGCGGCGCCTTCT^^ 

AsnSerLeuLeuAr^sHijAsnLeuValTTrSerThrThrSerArgSer 
301 AACTCGTTGCTRCGTCACaua M yi ^ ^ 

TTGaGCAACGMGCftGl W XV m AACCACAgAl^^ 



FIG, 22 Translation of DNA 7f 

GlyThrTyrValTyrAsnHisLeuThrProLeuArgAspTrpAlaHisAsnGlyLeuArg 
1 GGCACCTATGTTTATAACCATCTCACTCCTCTTCGGGACTCGGCGCACAACGGCTTC 
CCGTGGATACAAATATTGGTAGAGTGAGGAGAAGCCCTGACCCGCGTGTTGCCGAACGCT 

AspLeuAlaValAlaValGluProValValPheSerGlnMetGluThrLysLeuIleThr 
61 GATCTGGCCGTGGCTGTAGAGCCAGTCGTCTTCTCCCAAATGGAGACCAAGCT^ 

CTAGACCGGCACCGACATCTCGGTCAGCAGAAGAGGGTTTACCTCTGGTTCGAGTAGTCC 

TrpGlyAlaAspThrAlaAlaCysGlyAspIlelleAsnGlyLeuProValSerAlaArg 
121 TGGGGGGCAGATACCGCCGCGTGCGGOXSACATCATCAACGGCTTGCCrc 

ACCCCCCGTCTATGGCGGCGCACGCCACTGTAGTAGTTGCCGAACGGAO^AAGGC^ 



ArgGlyArgGluIleLeuLeuGlyProAlaAspGlyMetValSerLysGlyTrpArgLeu 
181 AGGGGCCGGGAGATACTGCTOSGGCCAGCCGATGGAATGGTCTCCAAGGGTTGGAGGTTC 
TCCCCGGCCCTCTATGACGAGCCCGGTCGGCTACCTTA<XAGAGGTTCCCAACC 



LeuAlaProlleThrAlaTyrAlaGlnGlnThrArgGlyLeuLeuGlyCysIlelleThr 
241 CTGGCGCCCATCACGGOGTACGCCCAGCAGACAAGGGGCCTCCTAGGGTGCATAATCACC 
GACCGCGGGTAGTGCCGCATGCGGGTCGTCTGTTCCCCGGAGGATCCCACXSTATT^^ 

SerLeuThrGlyArgAspLysAsnGlnValGluGlyGluValGlnlleValSerThrAla 
301 AGCCTAACTGGCCGGGACAAAAACCAAGOXSGAGGGTGAGGTCCAGATTGTGTC^ 
TCGGAOTGACCGGCCCTGTTTTTCGTTCACCT^ 



AlaGlnThrPheLeuAlaThrCysIleAsnGlyValCysTrp 
361 GCCCAAACCTTCCTGGCAACGTGCATCAATGGGGTGTGCTGG 
CGGGTTTGGAAGGACCGTTGCAOGIAGTTACCCCACACGACC 
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FIG, 23 Translation of DNA lib 

GlyGlyValValLeuValGlyLeuMetAlaLeuThrLeuSerProTyrTyrLysArgTyr 
1 GGCGGTGTTGTTCTCGTCGGGTTGATGGCGCTGACTCTGT»CCATATTACAAGCGCT^^ 
CCGCCACAACAAGAGCAGCCCAACTACCGCGACTGAGACAGTGGTATAATGTTC 

IleSerTrpCysLeuTrpTrpLeuGlnTyrPheLeuThrArgValGluAlaGlnLeiiHls 
1 ATCAGCTGGT6CTTGTGGTG6CTTCA6TATTTTCTGACCAGAGT66 

TAGTCGACCACGAACACCACCGAAGTCATAAAAGACTGGTCTCACCTT^ 

ValTrpIleProProLeuAsnValArgGlyGlyArgAspAlaVallleLeuLeuMetCys 
1 GTGTGGATTCCCCCCCTCAACGTCCGAGGGGGGCGCGACGCCGTCATCTTACTCATGTGT 
CACACCTAAGGGGGGGAGTTGCAGGCTCCCCCCGCGCTGCGGCAGTAGAAT^ 

AlaValHisProThrLeuValPheAspIleThrLysLeuLeuLeuAlaValPheGlyPro 
1 GCTGTAWCCCGACTCOXWTATTTGACATCACCAAATTGCTGCa^ 

GGACATGTGGGCTGAGACCATAAACTGTAGTGGTTTAACGACGACCGGCAGAAGCC^^ 

LeuTrpIleLeuGlnAlaSerLeuLeuLysValProTyrPheValArgValGlnGlyLeu 
1 CTTTGGATTCTTCAAGCa^GTTTGCTTAAAGTACCCTACTT^ 

GAAACCTAAGAAGTTCGGTCAAACGAATTTCATGGGATGAAACACGCGCAGGTTCCGGAA 

LeuArgPheCysAlaLeuAlaArgLysMetlleGlyGlyHisTyrValGlnMetVallle 
1 CTCCGGTTCTGCGCGrrAGCGCGGAAGATCATCGGAGGCCATTACGT^^ 
GAGGCCAAGACGCGCAATCGCGCCTTCTACTAGCCTCCGGTAAIGCACGT^ 



IleLysLeuGlyAlaLeuThrGlyThrTyrValTyrAsnHlsLeuThrProLeuArgAsp 

ATTAAGTTAGGGGCGCTTACTGGCACCTATGTTTATAACC^TCTCAC^ 

TAATTCAATCCCCGCGAATGACCGTGGATACAAATATTGGTAGAGTGAG^ 

Overlap with 7f 

TrpAlaHisAsnGlyLeuArgAspLeuAlaValAlaValGluProValValPheSerGln 

TGGGCGCACAACGGCTTGCGAGATCTGGCCGTGGCTGTAGAGCCAGTCGT^^ 

ACCCGCGTGTTGCCGAACGCTCTAGACCGGCACCGACATCTCGGTCAGCAGAAGAGGGTT 



MetGluThrLysLeuIleThrTrpGly 

ATGGAGACCAAGCTCATCACGTGGGGGGC 

TACCTCTGGTTCGAGTAGTGCACCCCCCG 
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FIG. 24 Translation of DMA 141 

GluTyrValValLeuLeuPhe i^uL euLeuAlaAsgAlal^ValC^ 

KetMetLeuLeuIleSeiGlnAl&GluAlaAlaLeuGluAsnLeuVallleLeuAsnAla 
61 GGATGATGCa:ACTCATA!rcCCAAGCQIAGGCGGCTTT^^ 

CCTACTACGATGAGTATAGGGTTCGCCTCCGqCGAAACCnxrr^^ 

AlaSerLeuAlaGlyThrKisGly]^uValSerPheLeuValPhePheC7sPheAlaTrp 
121 CAGCArCCCWGCCGGGACGCACGGTCTTGTATCCTTCC^ 

GTCGOAGGGACCGGCCCTGCGTGCXAGAACAXAGGAAGGAGCACAAGAAGACG^ 

TyrLeuLysGlyLysTrpValProGlyAlaValTyrThrPheTyrGlyMetTrpProLeu 
181 GGTATTOXyVAGGGTAAGTGGGTGCCCGGAGCGGTCTAC^ 

CCATAAACTTCCCATTCACCCACGGGCCTCGCCAGATGTGGAAGATC^ 

LeuI^ul^eul^iiLeuAlaLetiProGlnArgAlaTyrAlaLeuAspThrGluVa^ 
241 TCCTCCTGCTCCTGTTGGCGTTGCCCCAfiCGGGCGTACGCGCT^ 

AGGAGGACGAGGACAACCGCAACGGGGTCGCCCGCATGCGCGACCTGTGCCTCCACCGG^ 



-Overlap with lib 



SerCysGlyGiyValValLeuValGlyLeuMetAlaleuThrLeuSerProTyrTyrLys 
301 GGTCGTGTGGGGGTGTTCTTCTCGTCGGGTTGATGGCGCT^^ 
GCAGCACACCGCCACAACAAGAGCAGOCCAACTACCGOGACT^ 



ArgTyrlleSerTrpCysLeuTxpTzpIieuGln 
361 AGCGCTATATCAGCTGGTGCTTGTGGIX^GCTTC^^ 
TCGCGATATAGTCGACCA0GAACACCACCGAA6TCTT 

FIG. 25 Translation of DKA 39c 



ProAlaProSerGlyCysProProAspSerAspAlaGluSerTyrSerSeiMetProPro 
1 CCAGCCCCTTCTGGCTGCCCCCCCGACTCCGACGCTGAGTCCT^ 

GGTCGGGGAAGACCGACGGGGGGGCTGAGGCTGCX^ACTCAGGATAAGG^ 

LeuGluGlyGluProGlyAspProAspLeuSerAspGlySerTrpSerThrValSerSer 
61 CTGGAGGGGGAGCCTGGGGATCa;GATCTTAGGGACGGGT(^ 

GACCTCCCCXTOGGACCCCTAGGCCTAGAATCGCTGCCCAfiTACC^ 



-Overlap with 33g 



GluAlaJ^nAlaGluAspValValCysCysSerMetSerTyrSerTrpThrGlyAlaLeu 
121 GAGGCCAACGCGGAGGAOXSTCGTGTGCTGCTCAATCTCCTACaX^^ 
CTCCGGTTGCGCCTCCTACAGCACACGACGAGTTACAGGATGA^ 

V^ThrProCysAlaAlaGluGluGlnLysLeuPzolleAsnAlaLeuSerAsnSerLeu 
l&l GICACCCGGTGCGCGGGGGAAGAACAGAAACTGCCCATCAAS^^ 
CAGTGGGGCAOGCGGCGCCTTCTTGXCTTTGACOGGTA^ 



LeiiArgHisHisAsnLeuVfdTyrSerThrThrSerArgSerAlaCysGlnArgGlnLys 
241 aACGTCAOCACAATTTGGTGXATTCCACCACCIX^^ 

GATGOVGtGGTGTTAAACXrACATAAGGIIGGTOGAGTCCGI^ 

LysValThrPheAspArgleuGlnValLeuAapSerHisTyrGlnAspValXieuLysGlu 
301 AAAGICACATTTGACAGACZGCAAGTTCIXSGACAGCC^ 

TTTCAGIGXAAACTGICKAOSTICAAGACCIGTOGGTAATGGTCCII^^ 

ValLysAlaAlaAlaSerLysValLysAlaAsnPhe 
361 GTTAAAGCAGOGGCGTCAAAAGTGAAOGCTAACTTC 
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FIG. 26*1 COMBINED ORF OF DMAS 
141/llb/7f/7e/8V33c/40b/37b/35/36/81/32/33b/25c/14c/8f/33£/33g/39c 



GluTyrValValLeuLeuPheLeiiLeuLeuAlaAspAlaAp^alCysSerCysLeuTrp 
1 GGGAGTACGTCGTTCTCCTGTTCCTTCTGCTTCCAGA^ 
CCCTCATGCAGCAAGAGGACAAGGAAGAOyACGTCTGC^ 

MetMetLeuLeuIleSexGlnAlaGluMaAlaLeuGluAsnLeuVallleLeuAsnAla 
61 GGATGATCCTACTCATATCCCAAGCGGAGGCGGCTTTGGAGAi^^ 

CCTACTAOGATGAGTATAGGGTTCGCCTCCGCCGAAACCTCTTGGAGCA!^ 

AlaSerLeuAlaGlyThrHisGlylieuValSerPheLeuYalPl^heCysPheAIaT^ 
121 CAGCAaXXCTGGCCGGGAOGCACGGTCTTGTATCCTTCC^ 

GIXXSTAGGGACCGGCCCTGGGTGCCAGAACATAGGAAGGAGCACAAGAAGAC^ 

TyrLeuLysGlyLysTrpValProGlyAlaValTyrThrPheTyrGlyMetTrpPrdLeu 
181 GGl^TTTGAAGGGTAAGTGGGTGCCCGGAGCGGTCTACACCTTCTAC^^ 
CCATAAACTTCCCATTCACCCACGGGCCTCGCCAGATGTGGAAGAT^ 



241 TCCTGCTGCTCCTGTTGGOGTTGCCCCAGCGGGCGT^^ 

AGGAGGACGAGGACAACCGCAACGGGGTOGCCCGCATGCGCGACCTGIGCCT^^ 

SexCysGlyGlyvalValLeuValGlyLeuMfetAlaLeuThrl^uSerProTyztyrLys 
301 CGTGGTGTGGCGGTGTTGTTCTCGTGGGGXT^^ 

GCAGCACACOGCCACAACAAGAGCAGCCCAACTACC^ 

AxgTyrlleSecTrpCyaLeuTrpT^lAuGlnTyrPheLeuThrArgVal^ 
361 AGCGCTATATCAGClX3GTGCTTGTGGa!GGCTI^ 

TCGGGAZAXAGTCGACCAOGAACAOIACCGAAfiT^^ 

LeuHisValTrpIleProProLeuAsDValArgGlyGlyArgAspAlaValZleXieuI^ 
421 AACTGCACGIOIGGAITCCCCCCCTCAAOGTCCGAfiGGGGGCGCGACG^ 
TTGAOGTGCACACCTAAGGGGGGGAGTTGCAGGCTCCCCCOGGGC^^ 

MetCysAlaValHiaProThrl^uValPheAspIleThrLysLetiLeuIieuAlaValPte 
481 TCAKTCTGCTGTACACCCGACTCTGGTATTTGACATCACC^ 

AGIACACACGACATQTGGGCTGAGACCATAAACTGTAGIGGTT^^ 

GlyProLeuTrp ilei^uGlnAlaSerLeuLeuLyaValPrcyiyrPheValAr^alG 
541 TCGGACCCXrmgGATOCTTCAAGCCA G 

AGCCTGGGGAAACCTAAGAAGTTCGGTCAAAOSAATTTCATGGGA^^ 

GlyLeuLeuArgPheCysAlal^tiAlaArgLysMetlleGlyGlyHlsTy^ 
601 AAGG0CTTCTaX>G1!TCTG(^C6TTAG0Ga;GAAGA 
TTO^GGAAGAGGCCAAGACGCGCAATQGOGCa^^ 

YalllelleLysI^uGlyAlal^uThiGlyThrTyrValTyrAsnHlsIieuThrProLeu 
661 TGGTCATCA3TAAGXTAGGGGCGCTTACTGGCACCrATGT^ 
ACCAGTA6TAAXTCAATCCCC6C6AATGIUX3GTG6A1^^ 

ArgAspTrpAlaHisAsnGlyLetiArgAspLeuAlaValAlayalGluProValValPhe 
721 TTCGGGACTGGGCGCACAACGGCTTGOGAGATCTGGCC^ 
AAGCCCTGACCOGCGTGTTGCCGAACGCECTAGACO^^ 

SezGlnMetGluThrLysLeuIleThrTrpGlyAlaAspThrAlaAlaCysGlyAspIle 
781 TCTCCCAAAIGGAGACCAAGCTCATCACXn!GGGGGGCAGAIACOG^ 
AGAGGGTTTACCTCIGGTTCSAGTAGTGCACCCCaaST 

IleAsDGlyLeuProValSerAlaArgAr^GlyArgGluIleLeuLeiiGlyPrQAlaAsp 
841 TCATCAAa^GCTTGCCTGTTTCCGCCOGCAG^ 



GlyttetValSerLysGlyTrpAz^XeuLeuAlaProZleThTAlaTnAlaGli^ 
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901 ATGGAATGGTCTCCiUU^GGGTGGiUX^Tt^ 

TA0CTTACCM»tf;GTXCCOCACCTOCiU^CGACOGO^ 

961 CAA^^groC^GGT^MA^^ 

61yGluVal6laXleValSerThrAlaAla61nThirPh«I^euAla1^^ 
1021 AOOGreAOGOXXZM^ATTGTGlXAAC^ 
TCCCACTCCAOGOXrEAACACiySTI^^ 

ValCysTrpThrValTymsGlyAlaGlyThrArolto 

1081 GGGXGTGCTGGACTGTCtAr 

CCCACA06ACCT6AGA6ATOG3 

VallleGlDMetlyzthrAsnValAspGlnAsp^ 
1141 CTCKATOOtf^AICTAgftOCAATGTA^ 

GACAGTAOGXCTACAlAlOGmCAICSGSTICXOGAi^^ 

SerArgSerLauIhrProC78ChxC7fl6l7SerSefft0pi^^ 
1201 GTAGOQgCTCATTGACACXXaGCA m ^ 

CAtCGGCGiU?TAACTGTGGGACGTOAAO(y:OSAGGACeC^^ 

AlaAspValXleProV^lArgArgArgGlyAtfpSarAxgGlySwLw^^ 

1261 AOGCOSATCXCATTOCXSTGOQGCGGOQGQGXaASM^^ 

TGOGGCTACAGXAAGGGCAOGCGG CC CC CC C A CTAgCS^^ 

ProIleSerTyrLeuLysGlySerSerGlyGlyPi^oI ^u L eu CygProAlaGlYHlBAla 
1321 GGCCCATTTCCTACTTGAAAGGCTC^ 

COQGOTAAAGGATGAACTTTCOGMQGatfXXXXCC^ 

ValGlyllePheArgAlaAlaValCyellurArgGlyValAlaLyaAlaValAapPte^ 
1381 CC6TGGGCATATTl»ax;GCCGCGG!K^^ 

GGCACCaSTATAAATCCOGGOGGOUaUXSTO^^ 

ProValGluAsnteuGluThzlChzMetArgderProValPhftltoAa 
1441 TCCCtGTOGAGAACCZASAGAC^^ 

AGGGACACCTCTTGGATCTCTGTTGGTACT^^ 

ProValValProGloSerPheGlnvaljaaHisLmiHlaAlaProThttay^^ 
1501 CACC^T^TGCCre^^^ 

SerThrLydValProAlaAlaTyrAlaAlafiloGlyTyrLytf^ 
1561 AAA^ACCAAGCT^G^^ 

SexValAlaAUlhrlauGlyPheGlyAlaTyzfletSerLyaAlaHlflG^ 
1621 OCTCTGTTG C T G aUtfaClPGGCT^^ 

G6AGACAAa;AO6TTG1(y^00C6AAAOCAC6AAKTACAQG^ 

AsaXleAz^ThxClyValAx^ThrlleThrThxGlyS 
1681 Cn!AACATau9GA0CGGGGTCAGAACAAnACC»C1X^^ 
GATTGTAGTCCTGGOOOCACKTZGTSUUITCGIGAOO^ 

GlyLysPheXmAlaAspGlyGlyCysSexGlyClyAlaiyrAspIlellelleCysAsp 
1741 A^KAAGTKCTT^^ 

GluCysHisSerThrAspAlaThrSerlleLeuGlylleGlyrn^ 
1601 ACGAGTGCCACTCCAOGGATGOOCAIXXIAIC^^ 

TGCTCACG61XWX;IGCCIAOG6T6TM;GTAGAAOC^ 

GluThrAlaGlyAlaArgX^ValVaUieuAlaThrAlaThrPzoProGlySexVa^ 
1861 CAGAGACTGOGGGGG<»AGACit ; G'm'rGCT^^ 
GTCTCTGACGCOXOGCTCTCAC^^ 



FIG. 26-2 
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VaIPix>Hi8ProAsQlleGluGluValAlaI^uSerThrThrGIyGluIleProPheTyr 
1921 CTCTGCXXXftTCCCAACATCGftGGAGGTTGC^^ 

GlyLysAlallePrcOieuGIuValZleLysGlyGlyArgHisI^uIlePheCysHisSe^ 
1981 ACGGCMGGCmXCCCCCTCGfM 

TGOOOTICOGATAGGOGGAGCnCMTM 

LysLysLysCysAspGluLeuMaAlaLyal^uYaliaaLeuGlylleAsnAlaValAla 
2041 CAAAGMfiAAGTGCGM^^ 

GTTTCTICnGAOGGTGCTTGAGOOGOGTTTCGAOCAGO^ 

TyzTyrArgGlyLeuAspValSeiValilePxollirSexGlyAflpValVal^^ 
2101 cctactac:ogcggtcttgj^tgixxx;tcatc(^^ 

GGA!R^TGGC60CA6AACE6GACA0Ga^TM3GGCTGGl^^ 

ThrAspAlaLeuMetThzClyTyrThzClyAspPheAspSerValXleAspCyaAanXhr 
2161 CMC06A3!GCCCTCATGAOOGGC» 

(nTOGCXAOGGGMSTACTGGOCGASJ^^ 

CysValThrGlnThxValAspPheSerZieuAspProThrPheThrlleGluT^ 
2221 OGIGIGOICAOOCMSACMXOGAnTa^^ 
6tikayCIU;TGQG1C16TCAGCTJUMb6I0G^ 

LauProGlnAspAlaValSexArglhtGlDArgl^^ 
2281 OGCTCCCCCAGGM GC T G TCTC006CAC!gC^^ 
G0GM»;GG6TCCIA0GACA6A6GGCGT6M 

GlylleTyrArgPheValMaProGlyGluArgProSerClyHetPheAspSerSexVal 
2341 CAGGCATeCACJU;^TTTGTGGaCC^^ 

6TC06TA6ATGTCTAAACAC0GTGGCXX:CCTCG0GGGGAGGC0GTAC^^ 

I>i^861uCy8TyrAspAla61yCyaAlaTzpTyzt9luLeuThrPzx>M.a61uTI^ 
2401 TCCTCTGTGAGTGCT^TCAOGCASGCTGTG C 'rEG G TA 
AGGJ^CACTCACGATACTGCGOXXXACACX;^^ 

ValArgLeuArgAlaTyxMetAsnThrProGlyl^uProvalCysGlsJ^ 
2461 CAGTTAGGCTAOGAGOGTACATGAACACCCOGGGGCTTCCGGTGTGC^^ 
GTCIJVTCCGATGCTaX:A1XnACTl^^ 

PheTrpGluGlyValPheThrGlyLeuThrHisIleAspAlaHisPheteuS^ 
2521 AATTTTGGGAGGGCGTCTTTACA^^ 

TTAAAACCCnXXCGCiU;AAATGTCa3^ 

LysGlnSexClyGluAsiOieuPxcTyrLeUValAlaTyzGlnAlaThxVa^ 

2581 caamx:m»gtcgggagaaccttc^ 

6TTTC6TCTCACCCCTCTTGGAM;(^ 

AlaGlnAlaProProPxoSerTinpAspGlnMetTrpLysCysIieuIleArgLeuLysP 
2641 GGGCTCAAGCXXCTCCC(XATCGTGGGACCAGi^^ 
CCCGAGTTCX^^GGAGGGGGTAGCACCCTCGTCT 

ThrLeuHisGlyProThrProLeuLeuTyrArgLeuGlyAlaValGlnAsnGluIleThr 
2701 cx:a<xctccatcggccaagacccctgctai!aca^^ 

ggtgggaggtacccggtoxn^ggggaa^iatgtclx^acc^^ 

LeuThrHisProValThrLysTyrlleMetmCysMetSerAlaAspLeuGluValVal 
2761 CCCTGACGCACCCAGTCACCAAATACATCATGACAT6CA 
GGGACTGCGIGGGTCAGTGGTTIATCTAGTACIX; 

ThrScorOlirTrpValleuValGlyGlyVallieuAl^ 
2821 TOtf^GAGCACCTGGGTGCTOgTTGGOGGOGT 

ThzGlyCysValVallleValGlyAr^alValLeuSezGlyLysProAlalleZlePro 

FIG. 26-3 
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2861 CAACJtf^GCTCOGTGGTCATflGTGGGCAGGGTCGTC ^ 
GT1Xn!C0GA0GCA£XA6TAtECA0CCXmXX^^ 

AspArgGluValLeuTyrArgGluPheAspGluMetGluGluCysSertlnHi flT^uPro 
2941 CVMMXGKhffSCCKTACOM^^ 

GiOGTCOCTTCM^GAGAlCGCTCICAMCt^^ 

TyrlleGluGliiGljMetHetLetuaaGlti^lnPheLyflGlnLjsAlaLe^ 
3001 OGTACATOGAGCAAGGGAIGATGCTOGCOGAGCA^^ 
GCAICTMCTOSTTCCCgftCTACGa^^ 

3061 lOolGi^SGCT^Glc^^ 

AOGSCTGGOOCAQGGCAGTOOGlCIOCMtAOOOGOGAOGJ^^ 

3121 AAClO gftGAOCT TCTGGGO GAJMgCm 

nGAGCTCTGGMfiJCCOGCTTOGIAXMAiOCITGIMCAG^ 

3181 OG G (XTTGTCMtf»aGCCTGgTatfk^^ 
GCCX:GIUVCA6TTG(XM3GGJUXATT6^^ 

^^^^ ^ VaiyhrSerPrbleuThrThrSerGlPThrliTOliauPl^ 

GACAG1!GGTCG0GTGATTGGlt»iTC^ 

AlaAlaGlnLeuAlaAlaProGljAlaAlaThrMaPheValGlyAlaGlTLei^ 
3301 TCGC3!GCCCAGCT0GCCGCXXCCGGTGC0G^ 

ACOGACGGGTCGAGCGGCGGGGGCCACGGCGAIGJ^^ 

AlaAlaZleGlySerYalGlyLeuGlyLy^alLeuIleAspIleLeiiAlaGlTTyzGly 
3361 GOGCOGCCATOGGCAGTCTTOGACIGGGGAAGG^ 
CXXGGCGG!I»GCC6!Z€ACAitfXTC»CCCC^^ 

AlaGlyValAlaGlyAlaLeuVamaPheLy8lleMetSerGl7GluValPn>Ser^ 
3421 GOGOGGGCGTQGCGOGAGCTCTTGXOGCATTCAAGAXC^^ 

GluAspl^uvaBaAB tt L ett L ettP roUalleLeuSerProGlyAlaLettValValGlyv^ 
3481 OGGMGACCTGGlCiUTOTOCI^^ 

GaZTCCTCGMXSGTTMMGlUXS^^ 

ValCy8AlajaaIltf«uAr9iUpgKisValGlyPxx>GlyGluGlyiaaValGlDT^^ 
3541 TGffSOGVXKCK^ 

AsDAxgLeuUeJdaPheJaaSerArgGlyAsnHisValSerPxQ^ 
3601 TGMCOGGCIGJiXAGCCTTOGCCTCCOGGGGGAAOCATGT^^ 
ACITG6COGACnT0G6AMX3GGAGOGCCC^^ 

GluSerAflpAlaMaAlaArgValThrAlalleX^uSerSerLeuThrValThrGlzi^ 
3661 O^AGAGCGASGOGCOGCOOGCGIC^^ 

GOgreTOGCTftOGIOGACGG G C G CJ^reAOGGTftlG^ 

LeuArgArgLeuHisGlnTrpIleSexSerGluCysThrllhrProCysSexGli^ 
3721 T0C1GAGGGGACT6CACX»GKGAT/UU^^ 
AGGiU:T00GCT6ACGTGG1CACCnT^^ 

L^iArgAspIleTrpAspTrpIleCysGluValLetiSerAspPhetysThxTrpIe^ 
3781 GOCTAAGGGiU:ATCTOGGAC1!GGJiniG06iU3GI6TTC 
COGAgTOXaGXitfSftCOCTGftCCTAnOGCTO 

AlaLysI^uMetProGlnLeuProGlylleProPheValSexCysGlxkA^ 
3841 AAGCTMfiCTCATOCCACAGCTGanX3GGATC^ 
TT06ATTa»G»CGG1!6T06IUXSGA0CCTl^^ 



FIG. 26-4 
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GlyValTrpAxgValAspGlyntetHiaTlirArgCzsHisCysGlj^ 
3901 AfiGGGGTCTGGOGAGTOCaOGgCM^ 

TCCCCCAGACOGCtCAOCtGOGGTAGlJUXa 

6IyHisValL7aAsn61yThrMfttAr9lleVal6l7PxQte9l^^ 
3961 CTG^MSTCAA A A^^^^ 

SezGlyThrPbeProXleAsnAlaTyxThrThxGlyProCys^ 
4021 GGAGTGGGACCTTCCCCATTAAIGOCXACAGCIiOG 
CCTC:AC(XTG6MGGGCTMTTIkCX3G^^ 

A8nT7xlhrPheAlal£uTri>Ar^alSerAlaGlu^ 
4081 CGAACTiU:A0G1TCG0GCZM6GAfiG61^^ 
GCCTGATCaX^CAAGCGOGATMCTCCatf^ 

GlyAapPheHisTyrValThrGlyketThrThrAspAgpLeuLycCys 
4141 TGGGGGACr rCXtiC t^^ 

MX<XCTGIU^TGAroCACTGO0CATJtfaGAlGACTGTraG 

ProSerProGluPhePbeThxGluZieuXBpGlyValiUrgl^euHisArgPbAl^ 
4201 TCCCAT0GCC0GMmTTCJU»6MTT6GA^^ 

CyaLysProLeuLettAxgGluGluValSsrPhaJUrHValGlyliAU^ 
4261 CCTGCAKSCCCTTGCTGOGGGAGGAGGT^TCAT^^ 
GGAOGTICGGGAACGMSGOGCTCCTCCm^^ 

GlySerGlnLc uProCyaG luPrDGluProAg g^^ 

^^^^ 

AspProSerHisZleThrAlaGluAlaAlaGlylUrgAz^Im^ 
4381 CTGATOCTOTOMA^^ 

SexValMaSerSerSerAlaSerGlnLeuSerAlaPzoSerLeuLyaAlaThxCysThr 
4441 CCTCTG1GGCau;CTCCTCGGCTJU;C^^ 

GGAGiUrACCGGTOGAGGAGCOGATOGGTOGAT^^ 

AlaAsnHisAspSerProAspAlaGluLeuIleGluAlaAflnLeuLeuTrpJUrgGl^^ 
4501 CCGCTAMXATGACTCCCXn:GATGCTGA^ 
GGCGATlOGTJUraiGAGGGGACTAC^^ 

H6tGlyGlyA6nIleThrAr^alGluSerGluA8ia.y^alValZleLeuA8p8erPhe 
4561 AGATQGGCOGCMOiKMyCkSGX^^ 

TCTAOCOGCCGTTGTAGTGGTCCCAAC^^ 

AspProLeuValMaGluGluAspGluArgGluIleSezYalPxcAlaGluIleL^^ 
4621 TCGATCCGCTTCIGGGGGAGGAGGAOGAGCGG^ 

Ly8SerAr9Ax9PheAlaGlnAlaLeuProValTrpi0.aAr9ProAspTyrA8&PxoPro 
4681 GGAMnx:TCGGI^TTaKXCAGGCCCT^ 

CCTTCAGilGCCTCTAAGOGGGTCOGGGAOGGGCAAA^ 

XieuValGluThrTrpLysLysProAspTyzGluProProValValHisGlyCyaPxOLeu 
4741 (XSCTMWGPJSP^rOSMMJ^^ 

GCXUITCACXTCTGCAOCTTTTTOGGGC^ 

ProProProkLysSerPrctfroValProPzoPzaArgLysLysArgTliKValVall^^ 
4801 TTOCACCTOOUUySTarCTOCTGT^^ 

AAGGTGGI^TTTCM»;GAG6iU:MS^^ 

GluSerTh2rZ«uSex11iridaL»ild,a61U]>euM 

FIG. 26- 5 
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4861 C TOAM ^^^ATCgCT^C^^ 

ThrSezGlylleThzGlyAspJ^ThrThrThrSerSezCluPz^AlaProSea^ 
4921 CIJ^CTTCOGGCATTAOGGGOGAaU^A^ 

GTTGAAGGCMGTAATCO O OGCIGTTOTOCTGTO 

PzoPrQl^8pSerA9pl0.a61uSerTyrSerSetltetProPxclAu61u6^ 
4981 GGOCOOCOGACTCOGAOGCTGAGTCCTIiTTC^ 
OGGGGGGGCreAGGCTGOSACTCAGGAT^^ 

AspProllspLeiiSerAspGlySerTrpSex^llizValSerSezGluAlaAszi^ 
5041 6G(^TCCG6ArcTTiU;0GA0GGGTCATGGTCAI^^ 

CXCTAGGCCTAGAATOGCTGCCCMSTACCAGTTGC^ 

ValValCysCysSerMetSerTTrSerTrpThxGlyAlalAuValThrProCysAlaAl^ 
5101 ATGTCXSTGIX^CTGCTCMTGTCTIACT^^ 
TACAGCACACGAOGAGmCAGlUVTGA^ 

GluGliiGljaiysIeuProIleAsxxAlal^iiSexAsQSerl^uLeuArgHisHisAsnlieu 
5161 O^GiU^AACAGAAACTGCCCATCAATGCACTi^ 
GCCTIICTTGTCTTTGAOGOGTAGTTACGT^ 

ValTyrSerThrThrSerJUrgSerAlaCyaGlnArgGloLysLy^ 
5221 IXK^TGTATTCCAOCACCTCAOGCAGTGC^^ 

LeuGlnVallieuAspSeilUsTTzGliiAspyalLeiiLysGluVal^ 
5281 GACTXKIAAGrrCTGGACAGCCATTACa^ 

CTGACGITCAAGACCnxmrGGTAATGGTCCT^ 

LysValLyaAlaAsnLeu 
5341 CiAAM XGAMGCTAACCTG 
GTTTTCACTTCOtaAnGAAC 



FIG. 26-6 
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FIG. 27 Translation of im 12f 

IlePheLysIleAxgMetlYryalGlyGlyValGluHiaArgLeuGluAlaAlaC^ 
1 CCATATTTAAAATCAGGATGTAO^^ 

TzpThrArgGlyGluArgCysAspLeii61uAspAz9AspAr9SerGluLeuSerPrc^ 
61 ACTGGACGCGGGGCGAAC^TTGCGATCTGGAAGACAGGGACAGGTCCGAGC^^ 
TGACCTGOGCCaX^TlXK:AACGCTAGACCTTCTGT^ 

LeuLeuThrThrThrGlnTrpGlnValLeuProCysSerPheThrThrLeuPr<^ 
121 TACTGCTGACCACTACACAGTGGC^GGTCCTCCCGTGTTCCTTCA^ 

ATGACGACTGGTGATGTGTCACCGTCCAGGAGGGCACAAGGAAGTCTI^^ 

SerThrGlyLeuIleHlsLeuHlsGlnAsnlleValAspValGlnTyrLeuTyxGlyv^ 
181 TGTCCACCGGCCTCATCCACCTCCACCAGAACATTGTGGACX;^^ 

ACAGGTGGCCGGAGTAGGTGGAGGTGGTCTTGTAACACCTGCACGT^ 



GlySerSerlleAlaSerTrpAlalleLysTrpGluTyrValVaHjeuLeuPheLeuLeu 
24 1 TGGGGTCAAGCATCGCGTCCTGGGCCAraAAGTGGGAGTACGTCGTTCTC 
ACCCCAGTTCGTAGCGCAGGACCCXSGTAATTCACCCTCATGCAGC^ 



LeuAlaAspAlaArgValCysSerCysLeuTrpMetMetLeuLeuIleSerGlnAlaGlu 
301 TGCTTGCAGACGCGCG(X;TClXK3?CCa!GCTTC 

ACGAACGtCTCCGCGCGCAGACGAGGACGAACACCTACTACGATGAGTATAGGGTT^ 

AlaAlaLeuGluAsnLeuVallleLeuAsnAlaAlaSexLeuAlaGlyThxHlsG 
361 AGGCGGCTTTCGAGAACCTCGTAATACTTAAOCCAGCATCCCTGGCCGG^ 
TCCGCCGAAACCTCTTGGAGCATTATGAATTAOGTCGTAGGGACX^ 



Val 

421 TTGTATC 
AACATAG 
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FIG. 28 Translation of DMA 35f 

Overlap with 39c 

LeuLysGluValLysAlaiVlaAlaSerLysValLysAlaAsnLeuIieuSerValGluGlu 
1 TGCTCAAGG/^TTAiaUX:AGCGGC6TCAAAAGT6AAG^ 
A0(»6TTCCTCCAATTT0GTC6C0GCA6TT^^ 

AlaCysSerLeuThrProProHisSerAlaLysSerLysPheGlyTy3:GlyAlaLysAsp 
61 AAGCTTGCAGCCTGACGCCCCOVCACTCAGCC^ 

ValArgCysHlsAlaArgLysAlaValThrHlsIleAsnSerValTrpLysAspLeuLeu 
121 ACGTCCGTTGCCATGCCACyUkAGGCCGTAACCCACATCAACTC 

TGCAGGCAACGGTACGGTCTTTCCGGCATTGGGTGTAGTTGAGGCACAC^ 

GluAspAsnValThrProIleAspThrThrlleMetAlaLysAsnGluValPheCysVal 
181 TGGAAGACAATGTAACACCAATAGACACTACCATCATGGCTAAGAACGAGGT^ 
ACCTTCTCTTACATTGTGGTTATCTGTCATGGTAGTACCGATTCTTC 

GlnProGluLysGlyGlyArgLysProAlaArgLeuIleValPheProAspLeuGlyVal 
24 1 TTO^GCCTGAGAAGGGGGGTCGTAAGCCAGCTCGTCTCATCGTGTTCCCCGATCT^ 
AAGTCGGACTCTTCCCCCCAGCATTCGGTCGAGCAGAGTAGCACAAG^ 

ArgValCysGluLysMetAlaLeuTyrAspValValThrLysLeuProLeuAlaValMet 
301 TGCGaTGa^CGAAAAGATGGCTTTCTACGACGlXKSTTACA^ 
AaSCGCACAC^CTTTTCTACCGAAACATGCT 

GlySerSerTyrGlyPheGlnTyrSerProGlyGlnArgValGluPheLeuValGlnAla 
361 TGGGAAGCTCCTACGGATTCCAATACTCACCAGGA(»GCGGGTaX^ 
ACCCTTaAGGATGCCTAAGGTTATXaWSTGGTCCTGTCGCCCAAC^ 

TrpLysSerLysLysThrPrOMetGlyPheSerTyrAspThrArgCysPheAspSerThr 
421 CGTGGAAGTCCAAGAAAACCCCAATGGGGTTCTCGTATGATAC(XX;CTGCT^ 
GCACCTTCAGGTTCTTTTGGGGTTACXXCAAGAGCATACTAT^ 

ValThrGluSerAspIleArgThxGluGluAla 
4 81 CAGTCACTGAGAGCGACATCCGTACGGAGGAGGCA 
GTCAGTGACTCax:GCTGTAGGCATGCCTCCTCCGT 



101 



EP 0 318 216 B2 



FIG. 29 Translation of DKA 19g 



GluPheLeuValGlnAlaTrpLysSerLysLysThrProMetGlyPheSerTyrAspThr 
1 GAATTCCTCGTGCAAGCGITOGAAGircaUUSAA^ 

cttaaggagcacgttcgcaccttcaggttcttttgggg™ 

Overlap with 35f 

ArgCysPheAspSerThrValThrGluSerAspIleArgThrGluGluAlalleTyrGln 
6 1 CGCTGCTTTGACTCCACAGTCACTGAGAGCGACATCCGTACGGAGGAG6(»ATCTA^ 
GCGACGAAACTCAGGTGTC»GTGACTCT(»CTGTAQGCATGCCTCCTC^ 

CysCysAspLetiAspProGlnAlaArgValAlalleLysSerlieuThrGltiArgLeuTyr 
121 TGTTGTGACCTCGACCCCCAAGCCCGCGTGGCCATCAAGTCCCTCACCGAGAGGCl^ 
ACAACACTGGAGCTGGGGGTTCGGGCGCACCGGTAGTTCAGGGAGTGGCTCTC^ 

ValGlyGlyProLeuThrAsnSerArgGlyGluAsnCysGlyTyrArgArgCysArgAla 
181 GTTGGGGGCCCTCTTACCAATTCAAGGGGGGAGAACTGCGGCTATCGCAGGTGCCGCGCG 
CAACCCCCGGGAGAATGGITAAGTTCCCCCCTCTTGACGCCGATAGCGTCCACGGCGCGC 

SerGlyValLeuThrThrSerCysGlyAsnThrlieuThrCysTyrlleLysAlaArgAla 
24 1 AGCGGCGTACTGACAACTAGCTGTGGTAACACCCTCACTTGCTACATC^ 
TOSCCGCATGACTGTTGATCGACACCATTGTGGGAGTGAACGATGT^^ 

AlaCysArgAlaAlaGlyLeuGlnAspCysThrMetLeuValCysGlyAspAspLeuVal 
301 GCCTGTCGAGCCGCAGGGCTCCAGGACTGCACCATGCTCGTGTGTGGC6ACGACTTAGTC 
CGGACAGCTCX^CGTCCCGAGGTCCTGACGTGGTACGAGCAOVCAC^ 

VallleCysGluSerAlaGlyValGlnGluAspAlaAla 
361 GTTATCTGTGAAAGCGCGGGGGTCCAGGAGGACGCGGCGAG 
CAATAGACACTTTCGCGCCCCCAGGTCCTCCTGCGCCGCTC 
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GlyOIy<31uAsDCy8GlyTyrArgAr^C7sArgAlaSerGlyvall<euThrTh^ 

I gggggggagmctgoggctatcgciu;gtgccgcgcaiu;(^^ 

CCCCCCCTCTTCaiCGCOGATAGCXSTCCACGGa 



GlyAsnOlirLeuThzCysTyrlleLysAlaArgAlaAlaqysArgAlaAlaGlyLeuGln 
61 GGXAACACCCTCACTTGTTi^TCAAGGCCOGAGCAGCC^ 
a>TTGTGGGAGTCAACAAtGTiUm!COGGG(nX^ 

Overlap with 19g 

AspCysThrMetLeuValCysGlyAspAspLeuValVallleCysGluSerAlaGlyVal 
121 GACTGCACCATGCTCGTGTGTGGCGACGACTTAGOCGTTATC^ 
CTGAOGTGGTACGAGGACACACa^TGCIGAATCAG^ 



GlnGluAspAlaAlaSerteuArgAlaPheThrGluAlaHetThrArgTyrSerAIaPro 
181 CAGGAOGACGCGGCGAGCCTCAGAGOCTTCACGGAGGCTATGACCAGGT^ 
GTCCrcCTXXXSCOSCTCGGACTCTCGGAAGTGCCTCa 

ProGlyAspProProGlnProGluTyrAspLeuGluLeuIleThrSerCysSerSerAsn 
24 1 CCTGGGGACCCCCXACAACCAGAATAay^CTTGGAGCTCATAAC^ 

GGACCCCTGGGGGGTGTTWTCTTATGCTGAACCTCGAGTATTGTAG 

ValSerValAlaHisAspGlyAlaGlyLysArgValTyrTyrLeuThrArgAspProThr 
301 GTGTCAGTCGCCa^OSACGGCGCTGGAAAGAGGGTCTACTACCTCACCC^ 
CACAGTCAGCGGGl^TGCCGCGA(XTTTCTaX»^ 

ThrProLeuAlaArgAlaAlaTrpGluThrAlaArgHlsThrProValAsnSerTrpLeu 
361 ACCCCCCnx:GCGAGAGCTGCGTGGGAGACAGCAAGACACACTCCAGTCAAT^ 
TGGGGGGAGCGCTCTCGACX;CACCCTCnx;TCGTT^ 

GlyAsnllelleMetPheAlaProThrLeuTrpAla 
421 GGCAACATAATCATGTTTGCCCCCACACTGTGGG06 
CCGTTGTATTAGTACAAACX^GGTGTGACACCCGC 



FIG. 31 Translation of DNA 15e 



GlyAlaGlyLysArgValTyrryrLeuThrArgAspProThrThrProLeuAlaArgAla 
1 CGGOGCTCGAAAGAGGGTCTACTAOCTCACCOGTGACCCTACAACCCCCCTC^ 
GCCGCXSACCTTTCXCCAGATGATGGAGTGGGCACTGGGAIGTTGGGGG^ 

Overlap with 26g 

AlaTrpGluThrAlaArgHisThrProValAsnSerTxrpXieuGlyAsnllelleMetPhe 
61 TGCGXGGGAGACAGCAAGACACACTCCAGTCAATTCCTGGCTAGGCAA^^ 
ACGCACCCTCTGTCGTTCTGTGTGAGGTCAGTTAAGGACQ^ATCCGTT^ 



AlaProThrLeuTrpAlaArgMetlleLeuMetThrHisPhePheSerValLeuIleAla 
121 TGCCCCCACACTGTGGGCXSAGGATGATACTGATGACCCy^TTTCTTTAGCGTCCCT 

ACGGGGGTCTGACACCCGCTCCTACTATGACTACTGGGTAAAGAAATCGCAGGAATA^ 

ArgAspGlnLcuGluGlnAlaLeuAspCysGluIleTyrGlyAlaCysTyrSerlleGlu 
181 CAGGGACCAGCTTGAACAGGCCCTCGATTGCGAGATCTAO^GGGCCTGCTACT^ 

GTCCCTGGTCGAACTTGTCCGGGAGCTAACGCTCTAGATGCCCCGGACGATGAGGTATCT 

ProLeuAspLeuP roProIlelleGlnArgLeu 
24 1 ACCACTTCATCTACCTCCAATCATTCAAAGACrC 
TGG!rcAACTAGATGGAGGTXAGTAAGTTTCTGAG 
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FIG. 32** I COMBINED ORF OF DNte 12f through 15e 



llePheLysIleArgMetTyzValGlyGlTValGluHisArgLeuGluAlaAlaCysAsn 
1 CCATATTTAAAAIXIAOGATGTACGTOGGAGGGGTCGAACACAGGCTC^^ 
GGTATAAATTTIAGTOCTACATGCACCCTCCCCAGC^ 

TrpThrArgGlyGIuArgPysAspLeuGliiAspArgAspArgSexGIuX^uSerProLeu 
61 ACra^ACGCGGGGCGAAaSTOmSATCTGGAAGACAGGGAC^ 
TGACCTGCGCCCXXKZTTGCAACGCTAGACCTTC^ 

LeuLeuThrThrThrGlnTrpGlnValLeuPn)CysSexPheTh^ 
121 tactgctgaccactacacagtggcaggtcctcccgttntc 

atgacx;aczx;gtgatctgtcacogtccaggagggcacaaggaag^ 

SerThzGlyLeuIleHisLeuHisGlnAsnlleValAspValGlnTyrLeuTyxGlyVal 
IBl TGTCCACOGGCCTCATCCACCTCCACCAGAACATTCT^ 

ACAGGTGGCCGGAGTAGGTGGAOGTGGTCmTAACACCTGCAOG^ 

GlySerSerlleAlaSerTrpAlalleLysTrpGluTyi^alValLeuLeu^ 
241 TGGGGTCAAGCATCGCSTCCTGGGCCATTAAGTGGGAGTAOGT^ ^ 
ACCCCAGTTCGTA6C6C»G6AC0CG6TAATTCACC^ 

IjeiiAlaAspAlaArgfValCysSerCysLeuTrpMetMetLeuLeu^ 
301 TGCTTGCAGACGCGOGOGTCTGCTCCTGCTT^^ 

ACGAACGTCTGCGCGCGCAGACGAGGAOGAACACCTACTM^^ 

AlaAlal^uGIuAsiO^uVallleLeuAsnAlaAlaSerteuAlaGlyThrHisGlyteu 
361 AGGCGGCTTTGGAGAAOCTOGTAATAmAATGCAGCATOCC^ 
TCOGCCGAAACCTCTTCGJ^CATTATGAATTAOGra 

ValSerPheLeuValPhePheCysPheAlaTrpTyrLeuLysGl^^ysTrpVaU 
421 TTGTATCCaiaiCCirGTGrrcTTCTGCTT^ 

AACAOAGGAAGGAGCAGAAGAAGAOGAAACGTACCATAAACTTCCCATT^^ 

AlaValTyrThr PheTyrG lyMetTr pProLeuLeuLeuLeuLeuLeijAlaI«e^ 
481 GAG0GGTCTACACCTTCTACX3GGAIGaX^C1X:TCCTCC^^ 

CTCGCCAGATGTGGAAGATGCCCTACACOGGAGAGGAGGAOGAGGACAAC^^ 

ArgAlaTyrAlaLeuAspThrGluValAlaAlaSerCysGlyGlyvalValLeuValGly 
541 AGCGGGCGTAOGOGCTOGACACGGi^a^GGCOGOGTCGTC 
TCGCCCGCATGOGCGACCTGTGCCIC^^ 

LeuMetAlaLeuThrLeuScrProTyrTyrLysArgTyrlleSerTrpCysIjeuTrpTrp 
601 GGTTGATGGCSCTCACECTGTCACCATATTACAAGCGCT^^ 
CX:AACTACC6G6AC1!GAGACAGTGGTATAAtGTTCGC^ 

LeuGlnTyrPheXjeuThrArgValGluAlaGlnLeuHisValTrpIleProProLeuAsn 
661 GGCTTCAGTATTTTCnXSACCM^AGTGGAAGCGCAACTC 
CCGAAGOICATAAAAGACTGGTCTCACCirrcGCGT^ 

ValArgGlyGlyArgAspMaValIleIieuLeuMetCysAlaValHisPr<yrhrLeuVal 
7 21 ACGTCCGAGGGGGGCGCGACGCCGTCATCTTACTCATCTCTGCTCT^ 
TGCAGGCTCCCCCCGCG(n!GCCGCj^TM;AAtGAGTA^ 

PheAspIleThrLysLeuLeuLeuAlaValPheGlyProLeuTrpllelieuGlnAlaSer 
781 TATTTGACATCACCAAAITCCTGCTGGCCGTCTTCGGACCCCT^^ 

ATAAACTGTAGTGGTTTAACGAOGAOOGGCAGAAGCCTGOGGAAACCTAAGAAGT^^ 

LeuLeuLy sVal ProTyr PheValArgValGlnGlyLeuLeuArgPheCysAlaLeuAla 
841 GTTTGCn^AAAGTACCCTACTTTGTGCGCGICGAA^^ 

CAAAGGAATTTCATGGGATGAAACAOGCGCAGGTTCa^GAAGAGG^ 

ArgLysMetIleGly61yHisTyrValGlnMetValIleIleLyfiLeuGlyAIaI^u3^ 
901 GGOGGAAGATGATCGGAGGCCArrACGTGOAATGGTCATCJOTA^ 
GCXX:aTCTACTAGCCTCOGGTAATCCAC^ 
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GlyThrTyrValTyrAfinHiBLeuThrProLeuArgAspTrpAlaHiaAsn^ 
961 CtGGCACCTATGTTTAXMCX^ATCTC^^ 

AspI^uAlaVamaValGluProValValPheSerGlnMetGluThrLysLeuIleThr 
1021 GAGATCTGGCOGTGGCTGTAGAGGCAGIXXSTCTI^^ 
CTCTAGACCGGCAOSCU^TCTOGGTCA^^ 

TrpGlyjU^aAspThrAlaAlaCysGlyAspIlelleAsnGlyLeuProValSerAlaArg 
1081 CXSTGGGGGGCAGATMXGCCGCGTGCGGTGACATCATC^^ 
GCACOCaX^GTCIATGGOGGOCXJ^OGCCACTG 

ArgGlyAxgGluXleLexiLeixGlyProAlaAspGlyMetValSerLysGlyTrpArgLe^ 
1141 GCM»;GCGG06AGATACTGCTQGGGCCAGCC^ 

GGTCCCOGGOCCTCTATGAGGAGCCGGGTCGGCXI^^ 

LeuAlaProlleThrAlaiyrAlaGlnGlnThrArgGlylieuIieuGlyCysIlelleThr 
1201 TGClOGCGCOCATCACX;GOGTACGCCCAGCAGACAAGGa 

ACGACCGOGOGTftGTGCCGCATGOGOGIOGTCTGTTCCCO^^ 

SerLeuThxGlyAz^pLyaAsnGlnValGltiGlyGluValGlnlleValSerTh^ 
1261 CCAGCCTAACTGGCOGGGACAAAAACCAAGTGGAOGGITCAOa!^^ 
GGTOGGATTGACCGGOXICTTTTTGGTICAC 

AlaGlnThrPhelAUAlaThtCyslleAsnGlsTValCysTrpThtValTyrfllflGlyA^ 
1321 cigcx:caaaocttcczxxx:aaogtgcatcaat^^ 

gaogggtttggaaggaccx3ttgcaggtagttacxxx:acacga^ 

GlyThrArgThr IleAlaSer ProLysGlyProVal IleGlDMetTyrThrAsnVal^ 
1361 CCGGAACGAGGACCATOGGGTCACCCAAGGGTCClXnXIAT^^ 
GGCXTlWnXXnXXSTAGCXKauSTGGGTTC 

GliiAspLeuValGlyTrpProAlaProGlnGlySerArgSexLeuThrProCysTh^ 
144 1 ACCAAGAa:TTGTGGGCTGGCCCG<nx:CGCAAGGTAGCCGCTCAT^ 
TGGTTCTGGAACACCXXSACOGGGCGAGGCGTTCCATCGGCGAGIAAC^ 

GlySerSerAspLeuTyrLeuValThrArgHlsAlaAspVallleProValArgArgArg 
1501 GCGGCTCCTCGGACCTTTACCTGGTCACGAGGCACGCCGATGTCATTC^ 
CGCOyvGGAGCCTGGAAATGGACCAGTOn^CGXGCGGC^^ 

GlyAspSexArgGlySerLeuLeuSerProArgProIleSerTyrLeuLysGlySerSer 
1561 GGGGTGATAGCAGGGGCAGCCTGCTGTCGCCCCGGCCa^TTTCC^^ 
CCCCACTATCGTCCCCGTOGGAayvCAGCGGGGOGGGTAAA^ 

GlyGlyPrdLeuLeuCysProAlaGlyHisAlaValGlyllePheArgAlaAlaValCys 
1621 CX;GGGGGTCaK:TGTTGTCCCCCGCGGGGCACGCC6TGG^ 

GCCCXrCAGGCGACAACACGGGGCGCCCCGTCCGGCACCCGTATAAAl^^ 

ThrArgGlyvalAlaLysAlaValAspPKelleProValGluAsnl^uGluThrThrMet 
1681 GCAOCGGTGGAGTGGCTAAGGOSGTGGACTTTATOO^ 
OGTGOGCACCTCACOGATKOGGCACCTGAAATAO^ 

ArgSerProValPteThrAsiJUs&SexSerProPxoValVUPrcXSlDSerPM 
174 1 TCA0GTCCX0GG1!GT1X»0GGA1AACTCCT^^ 

ACTGCAGGGGCCACAAG1GCCTATTGAGGAGAGGTGGT» 

AlaHisLeuHisAlaPxollixGlySezGlyLysSerThrLysValPrQAlaAlaTyTAla 
1801 TGGCTCAarrCCATGCTC CCACAg ^^ 

AC06AGTGGAGGTA0GAGGGIGTG06TGGC0GTTTTQ6TGGTTGCAGGGG06A06TATAC 

AlaGlaGlyTjrLysValLeuValLeuAsnProSerValAlaAlalltrLeuGlyPh^ 
1861 CAOCTCAGGGCTAXAAGGTGCEftGTAC^^ 
GTCGAGTCrGGATATKXACGATCAro^ 

AlaTyzttetSerLysAlaiasGlyIleAspProA8nlleAi9ThzGl3^al^^ 

FIG. 32-2 
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1921 GTGCTTACMGKCMiGGCTC^^ 

CAOSAATSTACftGGTTCXXSjana^OC^ 

ThrThrGlySGfProlleThrTyrSerrhriTxGlyLysPte 

1981 TTACCACTGGCAGCOCCATCM^naCT^ 

AATG6TGA£06TCSGG6TAGTGCATGAGGTG6ATOCX» 

SerGlyGlyAlaTyrAspIlellelleCysAspGluCysHisSerThrAspAlaThrSer 
2041 GCTCGGOGGGa^CTTATGAC^AATAATTTGTGAO^ 
CGAGGCCCC0GC6AATACTGTATTATTAAACACTGCTU 

IleLeuGlylleGlyThrValLeiiAspGlnMaGluWurAlaGlyMaArgLeuV^^ 
2101 CCATCTTOGGCATCGGCACTCnXX:!^^ 
G6TA6iatfX0GTftS<XGTGACAGGAiVCl^ 

LeuAlaThrAlaThrProProGlyServalTltfValPzofllsPixAm 
2161 TGCTOGCC2lOCSCCACCCCTax;GGC1^ 

ACGAGOGGTGGOGGTGOGGAGGCCO^AGGCAGTQ^ 

AlaLeuSerrhrThrGlyGluZlePzoPheTyiGlyLysAlallePrd^^ 
2221 TIGCTCTCTCX»CCACOG^ 

MOQAGACJ^TGGTGGCCTCTCTAG 

LysGlyGlyArgHisLeuIlePheCysHisSerLysLysLysCysAspGluLeuAlaAla 
2281 TCAAGGGGGGGi^CATCTCAlXrrTCTGaXIATI^^ 

234 1 ^^^^J^^^^^^^^^^^y^^^^^^^^'^^^^^ 
GTTTOGAOIAGQGTAAOOOGraG^ 

IleProThrSerGlyAspValValValValMaThrAspAlaliauMetThrGlyT^^ 
2401 ICATCCCGAOCAGCOGOGATGTTGTOGTOGIGGCMO^^ 

GlyAspPheAspSerVallleAspCysAsnThrCydValThrGlnTlurValJ^ 

2461 coggcgacttogactcx;g!Ix;aiagaci:gcaatac^ 

GGCOGCTCAMCroAfiCCACTAlCTGAm 

LeuAspPnyilirPheThrlleGlurrhrlleThrl^ 
2521 GCCTTGACOCTAOCmaaATTGAl^^ 

GG(»ACTGG6A!rc6AAGlG6TAACTCTGTTAGT^ 

GlnArgArgGlyArgThzGlyArgGlyLysPzcGlylleTyrArgPheValAlaPro^ 
2581 CTCAACGTCGGGGCAGGACnXSGCAGGGGGAAGCCAOGCAT^^ 
GAGTTGC»GCCCOGTCCTGAOCGTCCCXX:Ta^^ 

GluArgProSerGlyMetPheAspSerSeiValLeuCysGluCysTyrAspAlaGlyCys 
264 1 GGGAGCGCCOnXXGGCATGTTOGACTCGTCOGTCClCTC 

CCCTCGOSGGGAGGCOGTACAAGCTGAGCAGGCAGGAGACACnC^^ 

AlaO^TyrGluLeuThrProAlaGluThrThrValArgLeuArgAlaT^^ 
2701 G!ItXrri!GGTATty\GCTCAOGCCCGCCGAGAC^^ 
CACGAAOMrACTCGAGTCOGGGaJGCTCTGA 

Prc<;iyLeuProValCysGlnAspHlsLeuGluPheTrpGluGlyValPheThrGlyLau 
2761 CCCCGGGGCTTCa:GTGTGCaM^CCATCTTGAAT^^ 

GGGGCCCCGAAGGGCACACGGTCCTGGTAGAACmAAACCCTCCCGC^^ 

I^HisIleAspAlaHisPhel^uSeiGlnThx^ysGliiSerGlyGluAszaieuProTy^ 
2821 TCACTCATATAGATGCCCACTTTCXAam:AGW 

AGTGAGTATATCTAOGGGTGAAAGATAGOGTCOXSTTTOGTC^^ 

LeuVamaTyzGlnAlaThrValCysAlaArgAlaGlnAlaProProProSe^^ 
2881 ACCTCGTAGOGTACCAAGCCACCGTCTGCGCTAGGGCT^^ 
T66ACCATCGCA1X;GTTCGGT0GCACA0GCGATC(X^^ 

FIG. 32*3 
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Gli^tTrpLysCysLeuIlei^I^uLysProThrLeuHisGlyPrdT^ 
2941 ACCAQATGTGGAAGTGTTTGATIOGOCTCAA^ 
TGGTCTACACCCTCitfatfUUaA^^ 

TyrArgLei^lyAlaValGInAsDGluIleThrLeuThrHisProValThrLys 
3001 TATACAGACTGGGCGCTGTTCAGAftTCAAAOXZACOC^ 
ATAT!GTCTGitfXX3G0SACAAG lCTi'A C ^ ^ 

MetThxCysMetSerAlaAspLeuGluValValThrSerThr^rpVa 
3061 TCATGMIATGCATGTOGGCO^AOCTGG^ 

AGTACTGTA06TACMXX36GCTG6AanX^^ 

ValLeuAlaAlaLeuAlaAlaTyxCysLeuSerThzClyCysValVallleValGlyAr? 
3121 GCGTCCaXK^CTGCTTTGGO^GCGTAr^^ 

CGCAG6ACCGAG6AAACOGG06CATAA006ACA6TT6TC06A06(A 

ValValLeuSerClyLy sProAlallelleProAspArgGluVa ILeuTyrArgGluPhe 
3181 GGGTCGTCTlXnXX:GGGAAO(X:GGCAAlX:ATACC^^ 

COCAGCAGAACAGGCCCrrOGGGOCmAGTATOGACI^^ 

AspGluMet^l\26luCy8SexGlaHisLeuPzoTyrIle61uGlnGlyMe^^ 
3241 l^ATGASATGGAAGAGTGCTCTCAGCAC^ 

AGCTACTCTAOCTTCICAOGASAGTCGTGAAIGGCATGTAGCIC^ 

GluGlnPheLysGlnLysAlaLeuGlyLeuLeiiGlnThrAlaLSerArgGliiAIaGluV 
3301 C06AGCA6TTaUU;CAGAAGGC0CnmXCT^^ 
GGC10GTCAAGTTCGICTTCCGGGA60CGGAGGAGG 

IleAlaProAlaValGloThrAsnTrpGlBLysLettGlu Tto 

AATA6CG0G6A0GACAGGTC1X%TIGACCG1T^^ 

TrpAsnPhelleSexGlylleGlnTyrLeuAlaGlyLeuSez^hrLeuProGlyAsnPro 
3421 TGIGGAACTTCATCAGTGGGATACAATACTTGGGGGGCTTG^^ 
ACACCrrGAAGTAGTCAGCCTATGTTAItSAAOO^^ 

AlaX leAlaSerlieuMetAlaPheThrAlaAlaValThrSerProLeuThrThrSexGln 
3481 CCGCCATTGCTTCATTGATCGCTTTTACA!^^ 

GGCGGTAACGAAGTAACnACCGAAAATCTCGACGACAGTGGTC^ 

ThrLeuLeuPheAsallelieuGlyGlyTrpYalAlaAlaGlateuAlaAlaP 
3541 AAACCCTCCTCTTCAACAXATTGGGGGGGTGX^GTCGCT^^ 
TTTGGGAGGAGAAGTTGXAa!AAaXXXXX:A(XCAC06ACGGG 

AlaThrAlaPheValGlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGly 
3601 CCGCTACTGCCTTTGTGGGOGCTOGCTrAGCTOGOGCXGC^ 
GG0GATGAGGGAAACACC0G€X»006AATCGACCGO^ 

LysValLeuIleAspIleLeuAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAla 
3661 GGAAGGTCGTCATAGACATCCTTGCAGGGTAIXX^CGCGGGC^ 
CXTTTCCAGGAGTATCIOTAGGAAOGTCCCATACCGCGCCO^ 

PheLysIleMetSezGlyGluValProSerThzGluAspLeuValAsnLeuZ^uProAla 

3721 cattcaagatcatgagoggtgaggtcxxx:tccacggaggacct^^ 
gtaagttctagtactcgccacnxx:aggogaggim:tc 

IleLeuSerProGlyAlaLeuValValGlyValValCysAlaAlalleLeuArgArgHis 
3781 CCATCCTCTOGCCCGGAGCCCTCXrrAGTOGG<^^ 

GGTAGGAGAGCX;G6CCT0GGGAGCArcAGCOGCACXJ\^^ 

ValGlyProGlyGluGlyMaValGlnTrE^etAsnArgLcuIlcAlaPheAlaSerArg 
3841 ACGTTSGCCCGGGCGAGGGGGCAGTCCAGTGGATCAACCGGCTGATAGC^^ 
TCCAACCGGGCCCGCTCCXCCGTCAOGTCACCTAC^^ 

GlyAszuiisValSerPrbThriasTyrValProGluSerAspAlaAlaAlaArgValTto 

FIG. 32-4 
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3901 QGGOGIMXimTrKCa^^ 

AlalleLeuSerSerXeuThrValThxtSlnLeuLeuArgArgLeuHisGlnTrpIleSer 
3961 CTCCCATACTCAGO^GCaXIACTG^^ 

GAOGGTATGAfiTOGTOSGMnXSi^TTGGGT 

SextSluCysThrThrPixjCysSexGlySerTrpLeuArgAspIleTrp^ 
4021 GCTCG(»6T6TACCACTCCATGCTO0G6TT^^ 

CGAGCCTCACAT06TGAGGl!AC6A0G0CAiU;6AC0G^ 

GluValLetiSerAspPheLysThrTrpLeuLyaAlaLysI^uMetProGloLeuPxc^ 
4081 GOGAGGTGTTGAfiOGACTTlAAGAarEOGCTAAAAGCT 

ogctccacaactcx;ctsaaattctgga^ 

IleProPheValSerCysGlnArgGlyTyrLysGlyValTipAr^Val^ 
4141 G(^TCCCCTri!GTGtCClGCCAGOGCGGGTATi^^ 

CCTAGGOGAAACACAGGAC^TOGOGCCCAIATI^^ 

HisTlirArgCysHlsCysGlyMaGlulleThxGlyHisValLysAsQGlyThrMetA^ 
4201 TGCACACa!C6CltXX:ACI!6TG(^^ 

ACGTGTGAGCGAa^GTGACACCTCGACTCTACnXSAC^ 

IleValGlyPjxiArgtrhxCyBArgAsiiMetTrpSerGlyTto^ 
4261 GGATC6T0G6TCCTM;GJ^ax;CM»;AACA!^^ 
CCTAGCAGGCAGGATCCTGGACGTCr^ 

ThrThxGlyProCyfiThrProLeuProAlaPxoAsnTyrThrPhe^ 
4321 ACACCACX3GGCCOCT6TACaXXX:TTCC^^ 

TGlGGTGaXX3GG6ACAlGG66GGAAG6ACXX3GGCn^ 

SerAlaGltKSluTyrValGluIlcArgGlnValGlyAspPheHisTyrValThrGlyHet 
4301 OGTCTGCMSAGGJUVTAlGTGGi^TAAGGau^^ 

ACAGACGTCTCCrrATACAOCTCTAITCOGICC^^ 

ThrThrAspAsnLeuLysCysProCysGlnValProSerProGluPhePheThrGluIieu 
4441 TGACTACTGACAAXCTCAAAXGOCCGT(XXAGGTC^ 
ACTGATGACTGTIAGAGTTZACGGGCAOGGIC^^ 

AspGlyValArgLeuHisArgPheAlaProPxxsCy sLy sProLeuLeuArgG luGluVal 
4501 TGGAOGGOGax;CGCCi:ACATAGGTTTGCGCC(XCCT^^ 

ACCTGCGCCACG0GGATGTATCCAAA(Sa;GGGG6A0GT^^ 

SerPheAr^ValGlyLeuHisGluryrProValGlySerGlnLetiProCysGluProGl 
4561 TATCATTCAGAGTAGGACRCAOGAATACCOGGTAGGGT^ 
ATAGTAAGTCTCATOCTGM^GTGCmiX^^ 

ProAspValAlaValLeuThrSerMetl^ThrAspProSerHis^ 
4621 AAC0GGA0GTGGCCGT6Tl!6AC6ICCA3XXrrc^^ 

TTGGCCTGCAOX^GCACAACTGCAGGtAaSAGTGACTAGGGAGGGTATAI^^ 

AlaGlyArgArgLeuAlaArgGlySerProProSerValAlaSerSerSerAlaSetClo 
4681 CGGCCGGGCGAAGGTTGGCGAGGGGATCACCCmTICTGTGGC^ 
GCCGGCCCGCTTCCAACCGCTCCCCTAGTGG^ 

LeuSex AlaProSerLeuLysAlaThrCysThrAlaAsnHlsAspSerProAspAlaGlu 
4741 AGCTATCXXXrrCCATCTCTaVAGGCAACTTG^ 

TOGATAGGCGAGGTAGAGAGTTCCGTIGAACGTGGCGAIIGGT^ 

I^euIleGluAlaAsnLeuLeurrpArgGlnGluMetGlyGlyAsDlleThrAr^alGlu 
4801 AGCTCATAGAGGCCAACCTCCTA!IX3GAGGCAC^^ 
TOGAGTATCTCOGGTTGGAGGAa!ACX»X:Grc 

SerGluAsnLysyalVallleLmiAspSerPheAspProLeuVaLAlaGluGluAspGlu 
4861 AGTCAGAAAACAAAGTGGTGATTCTGGKrrcCTTCGATC 
TCAGTCTTTTCTTTCACCACTAAGACCTCW 

FIG. 32-5 
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ArgGluIleSerValProAlaGluIleLeuArgLysSerArgArgPheAlaGlnAIaLeu 
4 921 AGCGGGAGATCrCCGTACCCGCAGAAATCCTGOGGAAGTCTOG^ 
TCGCCCTCTAGAGGCATCGGCGTCTTTAGGAOGOCTT^^ 

ProValTx^AlaArgProAspTyrAsnPzoProXiSiValGluThrTrpLysLysProAsp 
4981 TCCCCGTTTGGGCGCX^GCaxyiCTATAACCCCCCGCl^^ 

ACGGGCAAACCCX;CGCCX3GC(nxaVTATTGGGGGGCGATCACC^^ 

TyrGluProProValValHisGlyCysPrtiLeuProProProLysSerProProValPro 
504 1 ACTACG AACCACCTGTGGTCCATGGCTGTCCQCTTCa 
TGAIGCTTGGTGGACACCAGGTACCGACAGGOGAAG^ 

ProProArgLysLysArgThzrValValLeuThrGliiSexThrlieuSerl^ 
5101 Cnx:CGCCTCGGAACAAGCGGACX;GTGGTCCTCACTGAAa^ 
GAGGCGGAGCCTTCTTCGCCreCXy^Xa^AGTGAC^ 

GluLeuAlaThrArgSerPheGlySerSerSerThrSexGlylleThrGlyAspAsnThr 
5iei CCGAGCTCGCCACCAGAAGCTTTGGCAGCTCCTCAAC^^ 

GGCTCGAGCGGTOGTCTT(»AAACCGTCGAGGAGTTGAAGGCOGTAA 

XhrThrSerSerGluProAlaProSexGlyCysProProAspSerAspAlaGluSerTyr 
5221 CGACAACATCCTCTGAGCCCGCCCCTTCTGGCTGCCCra^ 

GCTGTTGTAGGAGACTCGGGCGGGGAAGACCGACGGGGGGGCTGAGGCTGCGACT^^ 

SerSerMetProProLei^luGlyGluProGlyAspProAspLeuSerAspGlySerTrp 
5281 ATTCCTCCATG<XCCCCCTGGAa;GGGAGCCnX3GG6ATCCGGATOT 

TAAGGAGGTACGGGGGGGACCTCCCCCTCGGACCCXrTAGGCCTAGAAT^^ 

SerThrValSerSexGluAlaAsnAlaGluAspValValCysCysSerttetSerTyrSer 
5341 G6TCAA0GG1CAGTAGTCAGGCCAACGCGGAG6ATGTCGTGTGCTC 
Ca«;TTG(XAGTCATCACTCOGGTTGa;CCT^ 

TrpXhrGlyAlaLeuValThrProCysAlaAlaGluGluGlDLysLeuProIleAsnAla 
5401 CniGGACAGGGGCACTCGTCAiCXXXXSTGOGC^^ 

GMCCTGrcOGCGTGAGCAGtOGGGCACGCGGGGCCRCm 

LeuSerAsnSerLeuLeuArgHisHl sAsnLeuValTyrSerThrThrSerArgSer Ala 
54 61 CACTAAGCAACTOGTlXXn^AOGTCACCACAATaTCGTGTAr 

GTGATTCGTTGAGCAACGATGCAGTGGTGTTAAACCACATAAGGT^ 

CysGlnAx^GlnLysLysValThrPheAspArgLeuGlnVall^uAspSerHisTyxG^^ 
5521 CTTGCCAAAGG^AAGAAAGTCACATmACAGAC^^ 

GAAOGGTTTCOGTCTTCTTTCAGTGTAAACTGTCTGAOnT^^ 

AspValLeuLysGluValLysAlaAlaAlaSerLysValLysAlaAsnLeuLeuSu^ 
5581 AGGACGTACICAAGGAGGTTAAAGCAGCGGaniCAAAAGIGAAGGCTAAC^ 
TCCroCATCAGTTCCTCCAATTTCSTOGCCGC^ 

GluGluAlaCysSerLeuThrProPzoHisSerAlaLysSerLysPheGlyTyrGlyAla 

5641 tagaggaagcttgcagortgacgcccccacaclc^ 
atctccttcgaaogtcx;6actgcx;ggggt6I6agt^^ 

LysAspValArgCysHisAlaArgLysAlaValThrHisIleAsnSerValTrpLysAsp 

5701 ouuuusaggixxgttgcxiatcccagaaaggcc^^ 

GTTTTCTGCAGGCAAaSGTACGGaiCTT^ 

LeuLeuGluAspAsnValThrProIleAspThrThrlleMetAlaLysAsnGluValPhe 
5761 ACCTTCTGGAAGACAATGUACACCAAXAGACACTACCA^ 

TGGAAGACCTTCT6TTACATIG1IG6TTATCTCTGAT0GTAGTACCGATTCT1X5CTCCAAA 

CysValGlnProGluLysGlyGlyArgLysProAlaArgLeuIleValPheProAapLeu 
5821 TCTGOGTTCAGCCTGAGAAGGGGGGTCGTAAGCCAqprCGTC^ 
AGACGCAAGTa;GACXCTTCCC(X:CA6CAT!tC^ 

GlyValArgValCysGluLysMetAlaLeuTyrAspValValThrLysLeuProLeuAla 

FIG. 32-6 
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5881 TGGGCGTGCGOGTGTGOGAAAAGATGGCTTTGTACGACGO^ 
ACCCGCACGCGCACAOGCTTTlHiniACOGAAA^ 

ValMetGlySerSerTyrCIyPheGlnTyrSexProGli^lnArgV^^ 
5941 CC6TGATGGGAAGCa!CCn!A0GGATTCX:AATAC^^ 
GGCACTAOXnrrcGAGGAlXKCTAAGGTTATGA 

GlQAlaTrpLysSerLysLysThrProHetGIyPheSerTyrAspTh^ 
6001 TGCAAGCGTGGAAGTCCAAGAAAACCCCAATGGGGTTCTCGT^^ 
ACGTTCGCJlCCTTCAGGTTCm^ 

SerThrValThrGluSerAsplleArgXhrGluGluAlalleTyrGlnCysCyaAspLeu 
6061 ACa!CCACA6TCACTGAGAGG6ACAim;TA(XX;A(^^ 
ItUlGGTGTCAGTGACTCTCGCTGTAGGGAT^^ 

AspPixXSlnAlaArgValAlalleLysSerLeuThxGIuAigZ^ttTyrValGlyGlyP 
6121 ICGACCCCCAAG(X:CGC6TGGCGA3ICAAGT0CCTC^ 

AGCTGGGGGTTCGGGOGCACOGGTAGTTCAGGGACT^^ 

LeuThrAsnSerArgGlyGluAsnCysGlyTyrArgAzgCysArgAlaSexGlyValLeu 
6181 CTCaTACCAATTCAAGGGGGGAGAACTXXrGOCTATOG^^ 
GAGAATGGTTAAGTTOGCCCCTCTTGAOGCC^ 

ThrThrSerCysGlyAsnThrLeuThrCysTyrlleliysAlaArgAlaAlaCysArgAla 
6241 TGACAACTAGCTGTGGTAACACCCTCACTTGCTACATCAAGGCC^^ 
ACTGTTGATCGAGACCATIGaiGGGAGTCAAOGATG^ 

AlaGlyLeuGlnAspCysThxMetLeuValCysGlyAspAspLeuValVallleCysGlu 
6301 CCGCAGGGCTCCAGGACTGCACCATGCTCGTGTGTGGCGAC^ 
GGCX;TCCC6AGGTCC!IGA0GTGGTA06AGCACAGAC06C^ 

Ser AlaGlyValGlnGluAspAlaAlaSerLeuArgAlaPheThxGluAlaMetThrArg 

6361 aaagcgcx;ggggtccaggaggacgcggcgagcctgagagcx:ttcaoggagg^ 

TTTCGCGCCCCCAGGrcCTCCTGOGa:GCTOG^^ 

TyrSerAlaProProGlyAspProProGlnProGluTyrAspLeuGluIiBuIleThrSer 
64 21 GGTACTCCGCCCCCCCTGGGGACCCCCCACAACCAGAATAOGAC^^ 
CCATGAGGOGGGGGGGACOCCTGGGGGGTGTTGGTC^ 

CysSerSerAsnValSerValAlaHisAspGlyAlaGlyLysArgValTyrTyrLeuThr 
6481 CATGCTCCnCCAACGTCTCAGTCGCCGACGAO^X;^^ 

GTACGAGGAG6TTGCACA6TCAGCGGGIGCTOC0GCX>AGC^^ 

ArgAspProThrThrProLeuMaArgAlaAlaTrpGluThrAlaArgHlsThrProVal 
6541 CCCG!rGA<XCTACAACXCCCatXKX3AGAGCax;06a^ 

GGGCACTGGGATGTTGGGGGGAGCGCTCTOGAOGCACCCTCTGTO 

AsnSerTrpLeuGlyAsnllelleMetPheAlaProThrLeuTrpAlaArgMetlleXau 
6601 TCAATTCCXGGCTAGGCAAa^TAATCATGTTTGarCCA(>C^ 
AGTTAAGGACCX^ATCanTCTATTAGTACAAAOGGGGGTGT^^ 

HetThrHisPhePheSerValLeuIleAlaArgAspGlnlAuGluGlnAlalieuAsi^ 
6661 TGATGACCCATTTCTTTAGCGTCrTTATAGCCAGGGACCAGCT^^ 
ACTACTGGGTAAAGAAAOICGCAGGAATATCGGTGOCTGGT^^ 

GlulleTyrGlyMaCysryrSerlleGluProiAuAspL^iProProll^ 
6721 GCGAGATCTAa3G6G(XTGCTACTOCATAGAA(X:ACT^ 

GGCTCTAGATGCCCCG6AC^T6AG6TATCTIGG1?GAACT^ 

Leu 

6781 GACTC 



CTGAG FIG. 32-7 



110 



EP 0 318 216 B2 




111 



EP 0 318 216 B2 



FIG. 33 LEGEND 
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Number 


Infection 
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N/A 
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0 
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6 




NAH8 


21 


52 
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HAMB 


73 


13 


8 
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HAHB 


138 


N/A 


9 


3 


NANB 
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8 


10 




HANB 


4 3 


205 


1 i 
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NANB 


53 


14 


12 




NAHB 


159 
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13 




NANB 


-3 


1 1 


1 A 




NANB 


55 


I 32 


15 




HANB 


83 


N/A 


)6 




NANB 


140 


N/A 


) 7 




HAV 


0 


4 


18 




HAV 


25 


14 # 


19 




HAV 


40 


18 


20 


5 


HAV 


268 


5 


2 I 




HAV 


-8 


N/A 


22 




HAV 


15 


106 


23 


6 


HAV 


41 


10 


24 




HAV 


129 


N/A 


26 


] 


HAV 


0 


7 


27 




HAV 


22 


83 


20 


7 


HAV 


115 


5 


29 




HAV 


139 


N/A 


30 




HAV 


0 


15 


3 1 




HAV 


26 


1 10 


32 




HAV 


74 


6 


33 




HAV 


20S 
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34 
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N/A 


35 




HBV 
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HBV 
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37 
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FIG. 34 LEGEND 

Patient 

Lane Reference ^ . , ^ 

Number Wmnber Diaqnoais ALT Level l«a/mll 

1 1^ HAMa 1354 

2 1^ NAMB 31 

3 2l HAMB 14 

4 2^ NAMB 79 

5 2i NAMB 26 

6 3^ NAHB 78 

7 3^ NANB 87 

8 3^ HANB 25 

9 4^ NANB 60 

10 4^ NANB 13 

11 NANB 298 

12 5^ NANB 101 

13 6^ NANB 4 74 

14 6^ NANB 316 

15 7I NANB 20 

16 7I NANB 163 

17 8^ NANB 44 

18 8^ NANB SO 

19 9 NANB N/A 

20 10 NANB N/A 

21 11 NANB N/A 

22 12 Normal H/A 

23 13 Normal N/A 

24 14 Normal N/A 

26 30174 Normal N/A 

27 30105 Normal H/A 

28 30072 Normal N/A 

29 30026 Normal N/A 

30 30146 Normal N/A 

31 30250 Normal N/A 

32 30071 Normal N/A 

33 15 AcuteHAV N/A 

34 16 AcuteHAV N/A 

35 17 AcuteHAV H/A 

36 18 AcuteHAV N/A 

37 48088 AcuteHAV N/A 

38 47288 AcuteHAV N/A 

39 47050 AcuteHAV N/A 

40 46997 AcuteHAV H/A 

41 19 Convalescent HBV N/A 

42 20 (anti-HBSag^ve; N/A 

43 21 anti-HBCag^ve) H/A 

44 22 (anti-HBSaq-^ve; N/A 

45 23 anti-HBCag^ve) H/A 

46 24 (anti-HBSag^^ve; H/A 
4 7 25 anti-HBCag^ve) N/A 
48 26 (anti^HBSag-fve; H/A 
4 9 27 anti-HBSag4>ve) N/A 

^Sequential serum samples %#ere assayed from these patients 
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FIG. 34-1 



FIG. 34-2 
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FIG. SS^I COOH- terminus of SOD-ClOO Fusion Polypeptide 

SOD COOH] [—adaptor ] (HANBHpolypeptide> 

AlaCysGlyVallleGlyllfiAlaGlnAsnLeuGlrlleArgAspAlaKisPheLeuSer 
1 GCTIGTCGIGTAAnGGGJmXKXXIAGAATTT^^ 
OGM^CCACATXAACOCXAGCGOGTCTT^^ 

»»»>»»»»»»» 

GlnThrLysGlnSerGlyGluAsnLetiPzoTyrl^ValMaTyzGlnAlaTlurV 
61 CAGACAAAfiCAGAGTGGGGJUSAACCTTCCTTAOCl^ 
GTCTGTTTCGTCTCACCCCTCTT^^ 

AlaArgAlaGlnAlaPrc^roProSexTrpAspGlnMettrpLysCysLeuIl^^ 
121 GClAGGGCTCAAGCCCCICCXXCATX:6fG6G^ 

LysProXhrLeuHisGlyProThxPxoLeuLeuTyrArgLeiuGlyAlaValGl^ 
181 AAGCOCACCCTCCATGGGCCAACAOXXrE^^ 
TT0GGGax;GGM;6TACax;GTTGTGGGGACGATA 

IleltoLeuThrHisProValThrLysTyrll^fetllurCyaMetSerAlaAsp^ 
24 1 ATCACCCTGAOGCACCCAfiTO^CCAAATACATCAI^^ 
TAGT0GGACTGCGTGGGTCAGTGGTriATGIA6IA<^ 

ValValXhrSerThrTrpValLeuValGlyGlyValLeuAlaMaLeuAlaAlaTyr^ 
301 GTCGTOWGAGCACCTGGGTGCTCGTTGGCGGCG^ 
CA6CAGTGCTC6T(^C0CA£GAGC^^ 

LeuSerThrGlyCysValVallleValGlyAT^ValValLeuSerGlyLysProAlalle 
361 CIGTCAAGAOGCTGOGTOGTCATAGIGGGC>GGGTC^ 

GACAGTTCTCOGACGOVCCAGTATCACCOGTCCCAGC^^ 

IleProAspArgGlilValLeuTyrArgGluPheAspGluMetGluGluCysSerGlnU 
4 21 ATiUXnXSACAGGGAAGTCCTCTACOGAGAGTTO^ 
XA!K»ACTGTCCCTTCAGGAGATGGCTC 

LeuProIyrlleGli^lnGlyKetMetLeuAlaGluGlnPh^ysGlnLysAlaLeuGly 
481 TTACOGIACATCGAGCAAGGGATGAIGCTCGCOGAGCAGTI^^ 



LeuLeuGlnThrAlaSerArgGlnAlaGluVallleAlaPrQAlaValGlnThrAsnTrp 
541 CTCCIGCAGACCGCGTCCCGTCAGGCAG^ 

GAGGACGTCTGGCGCAGGGO^TCOGTCTCCAATAGCGGGGACGAC^^ 

GlxiLy8LeTKn.ul1irPh0TrpAlaLy6HisMetTrpAsnPheIleSerGlylle61nTyr 
601 CAAAAACTO^GACCnCIX^GGCXSAAGCATATGT^^ 
GTTTTTGAGCOICTGGAAGACCCGCTTC^ 

I^uAlaGlyLeuSerThrl^iiProGlyAsnProAlalleAlaSerLeuMetAlaPheThr 
661 Tat;GC6GGCTTCTCAA0(;CT6CCl^TAAC0CGG^ 

aacggccx:gaacagtigcgacggaccattgggg^ 

AlaAlaVal11irSerProLeul!hrThrSerGln!nirI^uLeu^^ 
721 gctgctgtcaocagoccactaaccactagccaaaccc^ 
cgacgacagtggtcgggtgattogi^tcggti^^ 

TrpVamaAlaGlDleuAlaAlaProGlyAlaAlaThrAlaPheValGlyAlaGlyLeu 
781 TGGGT6GCTG0CX:AGCTCGCCGCCCCC06TGCa»^ 

ACCCACCGACGGGTOGAGCGGCGGGGGCCACOGCX;AtCACX;GAAAC^ 

AlaGlyAlaAlalleGlySei^alGlyLeuGlyLydValLeuIleAspIleLeuAlaGly 
841 GCXGGGGGOGOCATGGGCAGIGTIGGAaGGOGAAGGT^^ 
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OGAOCGOGGGGGTAGCGGTCACMarEGACCCCTICCM;^ 

TyiGlyAlaGlyValAlaGlyAlaLeOValAlaPhi^LysIltiietSeiGlyGluValPro 
901 TATGGCGCGGGCGTGGGGGGAGCTCTTGTGOCATIigAAGATCJ^^ 

SerTfaxGluAspLeuValAsnLeuLeuProjaaU^uSerPzoGlyi^ 
961 TCCaCGGAGGACCTGGTCAATCTJMa?GCaaXXaTtC^^ 



GlyValValCysAlaAlalleLeuArgArgHlsValGlyProGlTGluGlyAlaValGln 
1021 G606I6GTC!I6TGCAGCAAXACIGCGC0GGCA0GTt6GCCCG660GAGGGGG^^ 
(XSCACCAGJUrAGGTCGTTATGAOGCGGCCGTGCAJUXX^GGC^^ 

««««««««««NANm] ( — extra 
TrfiletAsQArgLeulleAlaPheAlaSerArgGlyAsiUfiaValSerProValRlsHls 
1081 TQGMGtA(XGGCSGiaiieCCTSCG^ 

MXTACTTO6CC6ACZM0G6JUU308GAGG6CC^^ 

LysArgOP 

1141 AAG0GTTCA(X»nXXCZACX^TOGACT6TGGiWSAGJU:M^ 

TTCGCAACTGC6AGGGATGCCCACCTGACACCTCTCTGTa:C^ 

1201 CKliBC<XKCMCGKO0G^CMa(^^ 

GA6TCG6TA0GTA6CTOC0CA1GTT»GGCATACC9OSTTGTT6ATC6O6CI^^ 

1261 TCCTTTCTG6ATGG«XATACCTTAGATGC6TXJ^^ 



FIG. 36-2 
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FIG. 38 
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FIG. 4W 

Homology between the HCV polypeptide enooded by conbined ORF of clones 
141 through 39c} and the non-structural protein of the Dengue flavi- 
virus(llMWVDl). 

10 20 30 40 50 

HOT EYVVUJliUADARVCSGI^^ 

MNHVDl AVSFVTLIT6NMSFimiiGRVMVMVGAimiX)I(^^ 

130 140 150 160 170 180 

60 70 80 90 100 110 

HCV }mjKG¥mKkyncrFYGM:mA;L^^ 

MMWVDl TSmMimGIVUiSf^TIPETILELTDALA^^ 

190 200 210 220 230 240 

120 130 140 150 160 170 

HCV KRYISWO^IMLQYFLTRVEAQUIVWIPPIJWIGGRM 

: . . » : : . ,..s; .s.: 

HNWVDl lU^VILQNAWKVSCTIIAVVSVSPLFLTSSCXlKAI'WIPLALTIKGIi^ 

250 260 270 280 290 

^ 180 190 200 210 220 230 

HCV FGPLWILQASLUCVPYF-VRVQGIiLRF-^IAIi^^ 

• :s s ...t: : .. .i 

MNWVDl KKRSWPLNEAIMAVtafVSIU^SUKH^ 

300 310 320 330 340 350 

240 250 260 270 280 290 

HCV TPIJU)HAHtlGL!U>IAVAVEPVVFSQMETKLIT^^ 

MNWVDl ADVK-WEDQAEISGSSPiliSiTisE^-DGSM^ LFP 

360 370 380 390 400 410 

300 310 320 330 340 350 

HCV PADGM^SRGimLIAPITAYAQQTiU^Ll^IITSLT^ 

MNWVDl VSIPITAAJUmXAfEVKKQIU^GVIMD^^ 

420 430 440 450 460 470 

360 370 380 390 400 410 

HCV INGVCWTVYHGAGTRTIASPKGPViaNmiVDQDLV GWPAPQ6SRSLTPCTC6SSD 

MNWVDl KBOTFHIsiMHVTR^ 

480 490 500 510 520 530 

420 430 440 450 460 470 

HCV lATLVTRHADVIPVRIUlGDSRGSU^PIUPXSyLI^SSGGPI^ 

MNWVDl PGKNPRAVaSKPGLFKTN—AGTIG^ 

540 550 560 570 580 590 

480 490 500 510 520 530 

HCV AKAVDFIPVENI£TlMRSPVFTDNSSPPVVPOSFaVJUIIiIAPTC 

MNWVDl AYVSAIAQira— SIEDNPEiEDDIFRK RKLTIMDUIKAGKlfiwYLP^ 

600 610 620 630 640 

540 550 560 570 580 
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HOT GYKVLVIJIPS— VMTIX3FtyV«eKAHGIDPMra 

HNWVDI GI^'nilAPTRVVAAE»^ 

650 660 670 680 690 700 

590 600 6X0 620 630 640 

HCV SGGAYDI Z ZCDBCKSTDATSIL6ZGTVU)QAEXAGAia«VVL^ 

• X..:: :; : s:..:: • : . ...s . : i'^ Y, 

MNWVDl RVPNYllLZZMZ^AHFroPi^Ii^GYISTRVE-MGEAAGIFMT^ 

710 720 730 740 750 760 

650 660 670 680 690 700 

HCV ALSTTCEIPFY6mPI£nX06RHLIFCHSKKKCDEUU^ 

MNWVDl IF^EXREIPERSWSSGHEWVTDFKGKT^^ 

770 780 790 800 810 820 

710 720 730 740 750 760 

HCV 1PTSGDVVVVATDAIKI!GYTGI»T)SVIDCOTCVTQT^ 

MNWVDl SEYVKTRTNDWNFVVTTDlSEMGANFKJVEinriDPW 

830 840 850 860 870 880 

770 780 790 800 810 820 

HCV QRRGRTGRGXPGZYRFW^PGERPSGNFDSSVZXSCYDAGCAWmiTPA^^ 

MNWVDl SS 



FIG. 41-2 
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FIG. 43 

DISTRIBUTION OF RAMDOM SAMPLES 

C100-3 Ag ELISA Preclinical Kit 

416ng ClOO/WaU 2 HRS 57^0, 20ul SAMPLE 
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FIG. 44 

Pittribution ot 0«D» Valute for 
Handoa Blood Donor Sa»olg« Tested with BLISA 
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FIG. 45 



Name 


Common Sequence 


Variable Sequence 


5'-3-l 


AAGCTTGATCGAATTC 


CGATCTTGC 


-2 






-3 




CGATCATGC 


-4 




CGATCGTGC 


-5 




CGAAGTTGC 


-6 




CGAAGCTGC 


-7 




AGATCTTGC 


~o 






-9 




AGATCATGC 


-10 




AGATCGTGC 


-11 




AGAAGTTGC 


-12 




AGAAGCTGC 


-13 




CGATCTTGT 


-14 






-15 




CGATCATGT 


-16 




CGATCGTGT 


-17 




CGAAGTTGT 


-18 




CGAAGCTGT 


-19 




AGATCTTGT 


-20 






-21 




AGATCATGT 


-22 




AGATCGTGT 


-23 




AGAAGTTGT 


-24 




AGAAGCTGT 


-25 




CGCTCTTGC 


-26 




CGCTCCTGC 


-27 




CGCTCATGC 


-28 




CGCTCGTGC 


-29 




C6CAGTTGC 


-30 




CGCAGCTGC 


-31 




CGCTCTTGT 


-32 




CGCTCCTGT 


-33 




CGCTCATGT 


-34 




CGCTCGTGT 


-35 




CGCAGTTGT 


-36 




CGCAGCTGT 



125 



£P 0 318 216 B2 



FiG. 46*1 translation of DWl k9-l 

GlyCysProGluArgLeuAlaSerCysArgProLeuThrAspPheAspGlnGlyTrpGly 
1 CAGGCTGTGCTCAGAGGCTiUX:CAIKn:CCC6A 

GTCC6ACAG6ACTCTCCGATCGGTCGACCX;(n!GGGGAATG^ 

ProlleSerryrAlaAsnGlySezGlyProAspGlnArgPrcyryzCysTrpHisTyrPro 
61 GCCCTATCM;TTAaXK:CAACGGAAGCGGCCa:^^ 

CGGGATAGTCAATACGGTTG(XTTCGCCG6GGCTGGTC^^ 

ProLysProCysGlylleValProAlaLysSerValCysGlyProValTyrCysPheThr 
121 CCCCAAAAOCITOCGGTATTGTGCCCGOGAAGAGTGIGIGTGGI^^ 
GGGGTTTTGGAACGa:ATAAaiCGGGCGCn!TCl^^ 

ProSerProValValValGlyThrThrAspArgSerGlyAlaProThrTyrSerTr^ 
181 CTCCCyiGCCCaSTGGTGGTGGGAACGACCGACAGGTCGGGCXJCGCCCAC^ 
GAGGGTCGGGGCACCACCACCCTTGCTGGCTGTCCAfiCCa 

GluAsnAspThrAspValPheValLeuAsnAsnThrArgProProLeuGlyAsnTxpPhe 
241 GTGAAAATGAlACGGACGTCTTCGTCCTTAACAATAlXAGGCa^CGCTGG^^ 
CACTTTTACTATGCCTGCAGAAGCAGGAATTGTTATGGTCC^ 

GlyCysThrTrpMetAsnSerThrGlyPheThrLysValCysGlyAlaProProCysVal 
301 TCGGTTGIACCTGGATGAACTCAACTGGATTCACCAAAGTGTC 

AGCCAACATCGACCTACTTGAGTTGACCTAAGTGGTTTCACACGCCTCGC 

IleGlyGlyAlaGlyAsnAsnThrLeuHisCysProThrAspCysPheArgLysHisPro 
361 TCATCGGAGGGGCGGGCAACAACACCCTGCACTGCCCCACTGAT^^ 

AGTAGCCTCCCCGCCCGTTGTTGTGGGACGTGACGGGGTGACTAACGAAGGCGTTC 

AspAlaThrTyrSerArgCysGlySerGlyProTrpIleThrProArgCysLeuValAsp 
421 CXXyu:GCCACATACTCTCGGTGCGGCTCCGGTCXClGGATCAC^ 

GCCTGCGGKTATGAGAGCCACGCCGAGGCCAGGGACCTAGTGTGGGTCCAC^ 



TyrProTyrArgLeuTrpHlsTyrProCysThrIleAsnTyrThrIlePh6LysIleArg 
481 ACTACCCGTATAGGCTTTGGCAraATCCTTCTACCATC^ 

TGAOIGGGCATATCCGAAACCGTAATAGGAACATGGTAGTTGATGTCATATAAATTT^ 



MetTyrValGlyGlyvalGluHisArgLeuGluAlaAlaCysAsnTrpThrArgGlyGlu 
541 GGATGTACGTGGGAGGGGTCGAGCACAGGCTGGAAGCTGCCTGCAACTGGACGC^ 
CCTACATGCACCCTCCCCAGCTCXSTGTCCGACCTTCGAC^ 



ArgCysAspLeuGluAspArgAspArgSerGluLeuSerProLeuI^uLeuThrt'hrThr 
601 AAa;TTGCGATCTGGAAGATAGGGACAGGTCCGAGC!ICAGCC^^ 

TTGCAACGCTAGACCTTCTATCCCTGTCCAGGCTOGAGTGGGGC^ 



GlnTrpGlnValLeuProCysSerPheThrThrLeuProAlaLeuSerThrGlyLeuIle 
661 CACAGTGGCAGGTCCTCCCGTGrrCCTTCACAACCCTC 

GTGTCACCGTCCAGGAGGGCACAAGGAAGTGTTGGGACGGTCGGAACAGGT^^ 

Overlap with Coinbined ORF of DMAs 12f through 15e 

HisLeuHisGlnAsnlleValAspValGlnTyrLeuTyrGlyValGlySerSerlleAla 
721 TCCACCTCCACCAGAACATTGTGGACGTGCAGTACTIGTACGGGGTGGGGT^ 
AGGTGGAGGTGGTCTIGTAACACXrCGCACGTCA1!6AAC^ 



SerrrpAlalleLysrrpGIuTyrValValLetiLeuPheLeuLeuLeuAlaAspAlaArg 
781 CGTCCTGGGCCATTAAGroGGAGTACGTCGTCCTCCTGTTCCTT^ 

GCAGGACCCGGTAATTCACCCTCATGCAGCAGGAGGACAAGGAAGACGAACGTCTC 



126 



EP 0 318 216 B2 



VaLCysSerCysLeuTrpMetMetLeuLeulIeSerGloAlaGluAlaAlalieuGluAsn 
841 GCGTCTGCTCCTGCTTGTCGATCATCCTACTCATATCCCAAGCGGAAGC^^ 
CGCAGACGAGGACGAACACCTACTACGATGi^TATitf^GGTTC^^ 

I^uVallleLeuAsziAlaAlaSerLeuAlaGlyThrHisGlyLeuValSerPheLeuVal 
901 ACCTCGTAATACTTAATGCAGCATCCCTCGCCGGGACGCAC^ 

TGGAGCATTATGAATTAOGTCGTAGGGACCGGCOCOSCGl^C^^ 

PhePheCysPheAlaTrpTyrLeuLysGlyLysTrpValProGlyAlaValTTT^^ 
961 TGTKTKTGCrnGCATGG'rATX^ 

ACAAGAAGAOGAAADSTACCATAGACTTCCCATTCACC^ 

TyrGlyN^tTrpProlieuLeuLeuLeuLeuLeuAlaLeuProGInArgAlaT^ 
1021 TCTACGGGATGTGGCCTCTCCTCCTGCTCCTGTTCGOSTTrc 

AGATGCCCTACACCGGAGAGGAGGACGAGGACAACCGCAACGGGGTCGCCCGCATGCGCG 

AspThrGluValAlaAlaSerCysGlyGlyValValLeuValGlyLeuMetAlaLeuThr 
1081 TGGAa^CGGAGGTGG(XGCGTCGTGTGGCGGTGTTCTTCTCGTCGG 
ACCTGTCCCI^CACCGGOGCAGCACACCGCCACAACAAGAGCAGCC 



LeuSerProTyxTyrLysArgTyrlleSerTrpCysLeuTrpTrpLeuGlnXyrPheLeu 
1141 CTCTGTCACCATATTACAAGCGCTATATCAGCIX^GTGCTTGTGGTGGCT^ 

GAGACAGTCGTATAATGTTCGCGATATAGTCGA(XACGAACACavCa5AAGTCA 



ThrArgValGluAlaGlnlieuHisValTrpIleProProLeuAsnValArgGlyGlyArg 
1201 TGACCAGAGTGGAAGO^CAACTGCACGTGTGGATTCCCCCCCTCAACGTC^ 
ACnx;GTCTCACCrTCGa3TTCACGTXK^ 



AspAlaVameLeuLeuMetCysAlaValHisProThrLeuValPheAspIleThrI.ys 
1261 GCGACGCTGTCATCTTACTCATGTGTGCTCTACACCCGACTCTGG^^ 

CGCTGCGACAGTAGAATGAGTACACACGACATGlt^CTGAGACCATAAACTGT^ 



LeuLeuLeuAlaValPheGlyProLeuTrpIleLeuGlnAla 
1321 AATTGCTGClt^CCGTCTTa^SACCCCrrXGGATTCT^^ 

TTAACGACGACCGGCAGAAGCCTGGGGAAACCTAAGAAGTXGGGTC 



FIG. 46-2 
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FIG. 47- I CMBIMED ORF OF DNAs K9-1 through ISe 



GiTCysProGluArgLeuAlaSerCysArgProLeuThrAspPheAspGlnGlyTrpGly 
1 CAGGCTGTCClXyu;AGGCTACK:a«;CTGCCGACCCCTTJ«:C» 
GTCCGACAGGACTCTCCGATCGGTCGACGGCTGGGGAAOX;^ 

ProIleScrTyrAlaAsnGlySerGlyProAspGlnArgProTTTCysTrpHisTyrPro 
61 GCCgTATCAGTTATGCCAACGGAAGCGGCCCCGACCAGCGCCCCTACTGCTGGW 
CGGGATAGTCAATACGGTTGCCTTCGCCGGGGCTGGTCG(»3G^ 

ProLysProCysGlylleValProAlaLysSerValCysGlyProValTyrCysPheThr 
121 ccccaaaaccttgcggtattgtgccax:gaagagtgtgtc^ 
ggggttttggaacgccataacacx;ggcgcttctca<^^ 

ProSerProValValValGlyThrthrAspArgSerGlyAlaPr^/rhrTyrSerT^ 
IBl CTCCCAGCCCCGTGGTGGTGGGAACGACCGACAGGTCGGGCGCGCCCACCT^^ 
GAGGGTCGGGGCACCACCACCCTTGCTGGCTGTCCAGCOXX^ 

GluAsaAspThrAspValPheValXeuAsnAsnThrArgProProLeuGlyAsnTrpPhe 
241 GTGAAAATCATACGGACGTCTTCGTCCTTAACAAIACCAGGCCACCGC^^ 
CACTTTTACTATGCCTGCAGAAGCAGGAATTGTTATGGT^^ 

GlyCysThrTrpMetAsnSerThiGlyPheThrLysValCysGlyAlaProProCysVal 
301 TCGGTTGTACCTGGATGAACTCAACTGGATTCACC^ 

AGOIAACATGGACCTACTTGAGTTGACCTAAGTGGTTTCACACGCCT^ 

IleGlyGlyAlaGlyAsnAsnThrLeuHisCysProThrAspCysPheArgLysHisPro 
361 tcatcggaggggcgggcaacaact^ccctgcactgccccactga™ 
agtagcctccccgcccgttgttgtgggacgtgacm^gtgactaacgaa^ 

AspAlaThrTyrSerArgCysGlySerGlyProTrpIleThrProArgCysLeuValA^ 
421 CGGACGCCACATACTCTCGGTGCGGOXrCGGTCCCTGGATCAC^ 

GCCnXX:GGTGTATCAGAGCCACGCCGAGGCCAGGGACX:TAGTGTGGGTCCACGGACC^ 

TyrProTyrArgLeuTrpHlsTyrProCysThrZleAsnTyrThrllePheliysIleAr^ 
481 ACTACCCGTATAGGCTTTGGCATTATCCTTGTACCATCAACTACACCATAT^ 

TGATGGGCAIATCCGAAACCGTAATA66AACATG6TA6TI6ATGIGGTATAAATTTTAG 

HetTyrValGlyGlyValGluHisArgl^iKSluAlaMaCysAsnTzpThrArgGlyGlu 
541 GGAOXnrACGTGGGAGGGGTCGAACACAGGClX^GAAGCTGCCIG^ 
CCTACAlXKy^CCTCCCCAGCTTGTGTCCGACCnCGAC^ 

ArgCysAspLeuGluAspArgAspArgSexGluLeuSerProLeuLeixLeuThrThrThr 
601 AACGTTGGGATCTGGAAGACAGGGACAGGTCOSAGCTCAGCCOG 
TTGCAACGCTAGACCTTCIGTCCCTCTCCAGGCTOGASTO^^ 

GlnTrpGlnValLeuProCysSerPheThrThrLeuProAlaLeuSerThrGlyLeuIle 
661 CACAGTGGCAGGTCCTCCCGTGTTCCTTCACAACCCTACCAGCC^ 
GTGTCACCGTCCAGGAGGGCACAAGGAAGTGTTGGGATGGT^ 

HisLeuHisGlnAsnlleValAspValGlnTyrLeuTyrGlyValGlySerSerlleAla 
721 TCCACCrcCACCAGAACATTGTGGACGTGCAGTACrrGTACGGGGT^^ 
AGGIGGAGGTGGICTICTAACACCTGCAOGTCATGAACATGCCCC^^ 

SerTrpAlalleLysTrpGluTyrValValLeuLeuPheLeuLeuLeuAlaAspAlaArg 
781 CGTCCTGGGCCATTAAGlXK»y^GTACGTCGTrCTCCTGT1^ 

GCAGGACCCGGTAATTCACCCTCATGCAGCAAGAGGACAAGGAAGACGAAC^^ 

ValCysSerCysLeuTrpMetMetLeuLeuIleSerGlnAlaGluAlaAlaLauGluAsn 
841 GCXTCTGCTCCTGCTTCTCGATCATGCTACTCATATCCC^ 

CGCA6ACGAGGA0GAACACCTACTACX>AateAGTATAGGGTTCX;CCrc 

LeuValZleLeuAsnAlaAlaSerLeuAlaGlyThrHisGlyLeuValSerPheLeuVal 
901 ACCTOGTAATACTTAATGCAGCATCCXrrcGCC^^ 

TGGAGCATTATGAATlTiCGXCGTAGCGACCGGCCCTGCGTGCCAGAA^ 
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PhePheCysPheAlaTrpTyrLeuLysGlyliysTrpyalProGlyAlaValTyrThzPhe 
9Sl TGTTCTICTGCTTTGCAroGTAnTC^^ 
ACAAGAAGAC6AAACXn»CCATAAACTT^ 

TyrCIyMetTrpProT^uTrf^xite^iLeuLeuLeuAIaUtuPr^ 
1021 XCTACGGGAXGTGGCCTCTCCTCCIGCTCCTGTTGGOGT^^ 
AGATOCCCTACACCGGAGAGGAGGM^GAGGACAI^^ 

AspThrGIttValAlaAlaSerCysGlyGlyValVaMeuyalGl yl^^ 
1081 TG6ACACGGAGGIGGC0S06IC6XGTGG06GT6TIGnGI06TCGGCTlGATG6GGC^ 
ACCTGTCCCTCXACOGGOGCAGCACACOGCCA^^ 

LeuSerProiiyrTyrLysArgT^IleSexTrpCysLeuTrpT^^ 
1141 CTCTGTCftCCATAMACMGO(K^ 

GAGACAGTGGTATAAOXnrtCGCGATATAGTOGAC^^ 

ThrAr^alCluAlaGlnl^uHisValTrpIleProProLeuAsnValArgGlyGlyAx^ 
1201 TCACCAGAGTCGAAGCGCAACTGCACGTCt^ 

ACTGGTCTCACCTTOGCGTIX^CGTGCACACCTAA^^ 

AspAlaVallleLeuI^uMetCysAlaValHisProThrLeuValPheAspXleXhrLys 
1261 GCGACGCCGTCATCTTACTCATGTGTGCTGTACACrCGAC^^ 
CGCTGCGGCAGTAGAATGAGTACACACGACATGTGGGCTGAGACC^ 

LeuLeiiLeiiAlaValPheGlyProLeuTrpIleLeuGlnAlaSerLeuLeuLysValPzo 
1321 AATTGCTGCTGGCCGTCTTCGGACCCCCTTGGATTCTTC^^ 

TTAACGACGACCGGCAGAAGCCTGGGGAAACCTAAGAAGOTCGGTCAAACGAAl^^ 

TyrPheVaOArgValGlnGlyLeuLeuArgPheCysAlaLeuAlaArgLysMetXleGly 
1381 CCTACTTTGTGOXXSTCCAAGGCCTTCTCCGGTTCIGCGC^^ 

GGATGAAAttCCCGCAGGTTCCGGAAGAGGCCAAGACGCGCAATCG 

GlyHisTyi-ViilGliiKetValllelleLysI^uGlyAlaLeuThrGlyThr^^ 
1441 GAGGCCATTACGIGCAAAlSGTCAXCATTAAGTTAfiGGGOGCTT^ 
CTCCGGIAATGCACGTTlAaZAGIAGTAATT^ 

AsxiHisLeuThrProLeuArgAspTsrpAlaKlaAsi^lyLeuArgAspLe^^ 
1501 ATAACCATCICACnXXrrCTTCGGGACTGGGOGCACAAO^^ 

TATTCGTAGAGtGAGGAGAASCCCTGACCCGCGTGTTG C CGAAC^ 

ValGluProValValPheSerGliiMetGluThrLysI^uIleThrTrpGlyAlato 
1S61 CTGTAGAGCCAGTCGTCTXCTCCCAAATGGA^ 

GACATCTCGGTCAGCASAAfiAGGGTCTACCaxnCTTTO^^ 

AlaAlaCysGlyAspIlelleAsnGlyLeuProvalScrAlaArgArgGlyArgGluIle 
1621 CCGCCGOGTGOGGtGACATCATCAACGGCTXGCCTGTTTCO^ 

G6CGGCGCACGCCACTGXA6TI^TIGCCGAACGGACAAAG<XX;^^ 

I^uI^uGlyProAlaAspGlyMetValSerLysGlyTrpJ^LeuLeuAlaPxoIleT^ 
1681 TACTGCax:GGGCCAGCCGAT6GAAIGGTCTCCAA0GGGlX;GAGGT^^ 
ATGACGAGCCCOGTOGGCTACCnACCAGAGGTTCXCCACCT^^ 

AlaTyrAlaGlnGlnl^ArgGlyLeuLeuGlyCysilelleThrSerLeuThrGlyAxg 
1741 GOGCGIAOGCCCAGCAGACAAGGGGCCIXXTJU^GG^ 
GCCGCATGGGGGTCGTCTGritXCOGGAGGAatXX^ 

AspLysAsnGlnValGluGlyGluValGlnlleValSerThrAlaAlaGlnThrPheLeu 
1801 CGGACA AAAA CCAAGTGGAGGGTGAGGTCCAGATTOTGTCAACa^^ 
COCTGTTTTTCGTTCACCTCCCACTCCAGGIICTAAC^^ 

AlaThrCysZlaAsoGlyValCysTrpThrVall^RisGlyAlaGlyThrAzaT^ 
1861 TGGCAAOGTGCATCAAIGGGSTCTGCTOGACTOIIC^ 

ACOGTTGCAGGTAGTTACCCCACACGACCOIGACAGATGGIGC^ 

AlaSerProLysGlyProVallleGlnHetTyrThrAsnValAspGlnAspLeuValGly 

FIG. 47-2 
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1921 TCGCGTCACCCAAGGGTCCTGTCATCCAGATGTATACCAATGTAGACCAAGACCTTGTGG 
AGCGCAGTCGGTTCCCAGGACAGTAGGTCTACATATGGTTACATC^ 

TiTpProAlaProGlnGlySerArgSerLeuThrProCysThrCysGlySerScrAspLeu 
1981 GClt;GCCCGCTCCGCAAG6TAGCCGCTCATTGACACCCTGCACm 

CGACCGGGCGAGGCGTTCCATCGGa^TAACIGTGGGAa;TGAAC6Ca^^ 

TTrLeuValThrArgHisAlaAspVallleProValArgArgArgGlyAspSerArgGly 
2041 TTXACCTGGTCACGAGGCACGCCGATGTCATTCCa^TCCGCCG^^ 

AAAOX^ACXAGTGCTCCGtGCGGCTACAGTAAGGGCACGCGGCOGCCC^^ 

Serl«uLeuSerProArgProIleSerTyrLeuLysGlySetSer61yGlyPr«^uI^u 
2101 GCAGGCTGCTG1X:6CCCCGG0CCATTTCCIAC1^^ 

OGTOSGACGACAGCGGGgCCGGgTAAASGATGAi^TTT ^ 

CysProAlaGlyHisAlaValGlynePheAzsAlaiaaValCysThrAr^GlyVam 
2161 TGTGCCCCGCGGGGCACGCCGtGGGCATATTTiyGGGCCGGGGT 

ACACGGGGCGCOrCGTGCGGCACCCGTATAAATCCCGGOGCCAC^^ 

LysAlaValAspPhelleProValGluAsnLeuGluThrThzHetArgSerProValPhe 
2221 C7AAGGCGGTGGACTTIArcCClX3TGGAGAACCXAGAGACAA£CAT^^ 
GATICCGCCACCTGAAATAGGGACACCTCCTGGATC 

ThrAspAsnSerSerProProValValProGlnSerPheGlnValAlaHlsLeuHisAla 
2281 TCACGGATAACTCCTCTCCACCAGTAGTGCCCCAGAGCTTCCA^ 

AfilGCCTATTGAGGAGAGGTGGTCAXCACGGGGTCTCGAAGGTCCACCGM 

ProThrGlyScrGlyLysSerThrLysValProAlaAlaTyrAlaAlaGlnGlyTyrLys 
2341 CTCCCACAGGCAGCGGCAAAAGCACCAAGGTCCCGGCTGCATATGCAGC^^ 
GAGGGTGTCCGITGCCGTTTTCGTGGTTCCAOGGGCGACG^ 

ValLeuValX^euAsnProSexValAlaAlaThrLeuGlyPheGlyAlaTyx^ 
2401 AfiGTGCTAGTACTCAACCCCTCTGTTGCTGCAACACTGGGC^^ 
TCCACGAICATGAGTTGGGGAGACAACGACGTlXrCGACCC^^ 

AlaHisGlylleAspPrGAsDileArgThrGlyValArgThrlleThrThrGlySerPrp 
2461 AGGCTCATGGGATCGATCCTAACATCAGGACCGGGGTGAGAACAATTACCACT^^ 
TCCGAGTACCCTAGCTAGGATTGTAGTCCIS^CCCACTCTTGTTA^ 

IleThrTyrSerThrTyrGlyLysPheLeuAlaAspGlyGlyCysSezGlyGlyAlaTyr 
2521 CCAlXrACGTACTCCACaACGGa^TTCCTTC 

GGTAGTGCATGAGGTCGATGCCGTTCAAGGAAOGGCTGCCGCCC^ 

AspIlellelleCysAspGluCysHisSerThrAspAlaThrSerlleLeiiGlylleGly 
2581 ATGACATAATAATTTGTOACGAGTGCCACTCCACGGATGCCAC^ 
TACTGTATTATTAAACACTGCTCAO^GTGAGGTGC^ 

ThrValLeuAspGlnAlaGluThrAlaGlyAlaArgLeuValValLeuAlaThrAlaThr 
2641 GCACTGTCCTIt^ACCAAGCAGAGACTGCGGGGGCGAGACT^^ 
CGTGACAGGAACTGGTTOGTCTCTGACGCCCCCGCTCT^^ 

ProProGlySerValThrValProKlsProAsalleGluGluValAlaLeuSerthrTte 
2701 CXCCTCCGGGCTCCGTCACTGTGCCCCATCCCAACATCGAGGAGGTTG^ 

0GG6AG6C0CGAGGCAGT6ACAC6GG6TAGG6m7A6CTCCTCCAAC6AGACAG^ 

GlyGluIleProPheTyiGlyLysAlalleProLeuGluVallleLysGlyGlyArgHis 
27 61 CGGGAGAGATCCCTTTTTACGGCAAGGCTATCCCanXTGAAGTAATC^^ 
GGCCTCTCXAGGGAAAAATGCCGTTCOGATAGGGGGAGCTTCAn 

LeuIlePheCysHisSerLysLysLysCysAspGluLeuAlaAlaLysLeuValAlaLeu 
2821 AOICTCATCTTCTGTCATTCAAAGAAGAAGTGCGAC^ 
TAfiAGTAGAAfiACAGTAAG TT T C TTCTl<:AOGC^^ 

GlylleAsxiAlaValAlaTyrTyrArgGlyLeuAspValSerVallleProThrSexGly 
2881 TGGGCATCAATGCC6TGGCCTACTACCGCGGTCTTGACGTGTCCGTCATC 
ACCCGTAGTTAOGGCAGOOGATGATGGCGCCAGAACTGU 

FIG. 47-3 
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AspValValValValAlaXhrAspAlaLeuMetThrGlyTyrThrGIyAspPheAspSer 

294 1 6cgatcttgtcgtcgtckx:aaccgatgccctcatgaccggctatacc^^ 
ggcxacaacagcagcacogtox^gctacgggagtaciggccgatal^ 

Val IleAspC7sAsnl!lur<^sVaIThrGlaThrValA5pPheSerLeuAspProThrPhe 
3001 CGGTGATAGACtGCAATACGTCTGTCACCCAGACAGTC 
GCCACTATCIGAOGTTAIGCACACAGTGGGTCTGTC^ 

ThrIleGluThrIIeThrLeuProGlnAspAlaValSerAr9ThzClnAr9Ar9Gl7Ar9 
3061 TCACCATTCAGACAAICAOGCTCCCCCAGGATC^ 
AGTGGTAACTCTGTTAGIGOGAOGGGGTCXrrM 

ThzG lyArgGlyLysPzxjGlylleTTrAxgPheValAlaPxxsGlyGliiArgProSe^ 
3121 GGACreGCAGGG^A^CA^CATCTA^A^^ 

MetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCysAla TipTyi GluLett 
3181 GCAroTTCGACTCGTCCGlXXrrcrGKAGT^ 

CGTACAAGCTGAGCAGGCAGGAGACACTCAQGAIACTGCGTCCGAC^^ 

ThrProAlaGluThzThzValArgLeuArgAlaTyrMetAsnTto 
3241 TCACGCCOGCCGAGACTACAGnAiGGCTACGAGCGTACAI^^ 
AGTGCGGGCGGCTCTGATGTCAATCCGATGCTCGCAIGT^ 

CysGlnAspHisLeuGluPheTxpGluGlyValPheThxGlyt^uThrHlsIleAspAla 
3301 TGTGCCAGGACCArcTTGAATTTTGGGAGGGCGTCTTTAO^ 
ACACGGTC(nx;GTAGAACTTAAAACCCrcCCGCAGAAATGTC 

KisPheLeuSerGlnThrLysGlnSerGlyGluAsxiLeuProTyrLeuValAlaTyzGln 
3361 CCCACTTOCTATCCCAGACAAAGCAGAGTCGGGAGAACCTTCOT 
GGGTGAAAGATAGCGTCTGTTTCGTCTCACCCCTC^^ 

AlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTxpLysCys 
3421 AAGCCACCGTGTGCGCIAGGGCTCAAGCCCCTCCCCCATOSTGGGA 
TTCGGTGGCACACGCGATCCayW3TTCGGGGAGGGGGTAG» 

I^uIleArgLeuLysProThrLeuHisGlyProThrProLeuLeulYrArgLeuGlyAla 
3481 GTTTGAnCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCr^ 

CAAACTAAGCGGAGlTXX^GroGGAGGTACCCGGTTGTGGGGACGATAl^^ 

ValGlziAsnGluIleThrleuThrHlsProValThrtysTyrlleMetThr^ 
3541 CTGTTCAGAATGAAATCACCCIGAOGCACCCAGT^ 
GACAAGaxn^ACTTTAGTGGGACTGCGTOGGTCAGa^ 

AlaAspLeuGluValValThrSerltoTrpValLeuValGlyGlyyalLeu^ 
3601 a;GCGGACCTGGAG6T06TCAjDGAGCACCTGGGTGC^^ 

GCCGGCTGGACCTCCAGCAGTCCT061G6AC0CACGAGCAK 

AlaAlaTyzCysLeuSerThzGlyCy^alVallleValGlyAr^alValLeuSezGly 
3661 TGGCCGCGTATTGCCIXmiAACAGGCIGOGTSGTCAT^ 

ACCGGCGCATAACGGACAGTTGTCCXSACGCACCAGTATCACCCGTCCC^^ 

LysProAlallelleProAspArgGluValLeuTyrArgGluPheAspGluMetGluGlu 
3721 GGAAGCOGGCAATCAOIACCIXSUUIAOGGAAGT^^ 

CCTTCGGCCGTTAGIATGGACIGTCCCTXCAOGAGATGGC^^ 

CysSerGlnHisLeuProTyrlleGli^lnGlyMetMetl^uAlaGluGlnPheLysGl^ 
3781 AGTGCTCTCAGCACTTACCGZACATGGAGCAAGGGAIGATGC^ 
TCACGAGAGTCXSTCAATOGCATCtJUX^ 

LysAlaLeuGlyLeuLeuGloThrAlaSerArgGlnAlaGluVallleAlaProAlaVal 
3841 AGAAGGCC<»:?GGCCTCCIGCAGAC060GT(XCGT^ 

TCritX2GGGAGCrGGAG6AOGTCTGG0GCAGGGCAGTC06^ 

GlnThrAsnTrpGlnltysLeuGluThrPheTrpAlaLysHlsMetTrpAsnPhelleSer 

FIG. 47-4 
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3901 TCCAGACCAACTGGCVkAAACTa;AGACCTTCn:GGGCGAAGCATATGTGGAACTT<^ 
AGGTCTGGnGACCGTTTTTGAGCTCTGGAAGACCCGCTTC 

GlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnProAlalleAlaSerLeu 
3961 GTGGGATACAATACTTGGCGGGCTTGTCAACGCTGCCTGGTAACCC 
CACCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTG^ 

MetJaaPheThrAlaAlaValThrSerProLeuThrThrSerGlnThrLeuLeiiPte 
4021 TGATGGCTTTTACAGCTGCTGT»CCAGCCCACTAACCACT^ 

ACTACCGAAAATCTCGACGACAGTGGTCGGGTCATTGGTGATCGGT^^ 

Ilel^uGlyGlyTrpValAlaAlaGInLeuAlaAlaProGlyAlaAlaThrAlaPheVa^ 
4081 ACAIATTGGGGGGGTGGGIGGCT(XCCftGCl!CGCCGO^ 
IG»XAACrCCCCCACCCACCGACGGGTCGAGCG6C^ 

GlyAlaGlyLeuAlaGlyAlaAlalleGIySerValGlyLeuGlyLysYall^euIIeAsp 
4141 TGGGOGCTGGCTTAGCTGGCGCCGCCATOGGCAGTGT^ 

ACCGGCGACCGAATCGACaKrGGOkSTAGCKKACAACCl^^ 

IleLeuAlaGlyTyzGlyAlaGlyValAlaGljAlaLeuValAlaPhaysXleMetSer 
4201 AC^TCCTTGCAGGGTATCGCGCGGGCGlGGCGGGAGCTC ro 

ax;tAGGAAC6TCCCATACCGC6CCCGCACCGCCCTCGA6AAC^^ 

GlyGluValProSerThrGltiAspLeuValAsnLeuLeuProAlalltfieuSarProGly 
4261 GCGGTGAGGTCCCCTCCAOSGAGGACCTGGTCAATCTACt^^ 
CXK:CACTCCAG66GAfiGTGCCTCCTGGACCA6TTA6AT^ 

AlaLeuValValGlyValValCysAlaAlalleLeuArgArgHisValGlyProGlyGlu 
4321 GAGCCCTCGTAGTCGGCGTGGTCIGTGCAGOUITACTGC^ 

CTCGGGAGCATCAGCOGCACCAGACACGTCGTTATGACGCGGCO^ 

GlyAlaValGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
4381 AGGGGGCAGTCCAfiTGGATGAACCGGCTGATAGCCTICGCCTCCCG(^^ 
TCCCCCGTCACGTCACCTACTTGGCCGACTATCGGAAGC^^ 

ProThrHisTyrValProGlxiSerAspAlaAlaAlaArSValThrAlailei/eiiSerSer 
4441 CCCCCACGCACTACGTGCCGGAGAGCGATGCAGCTGCCCGCGTC^ 
GGGGGTGCGTGATGCACGGCCTCTCGCTACGTCGAGGGGCG^ 

LeuThrValThrGInLeuLeuArgArgLeuHlsGlnTrpIleSerSexGluCysT^^ 
4501 GCCTCAa^GTAACCCAGCTCCTGAGGQ^ACO^CACC^ 

CG6A6TGACATTGG6TCGAGGACTC06CTGACG1X;6TC^ 

ProCysSerGIySerTrpI^uArgAsplleTrpAspTrpIleCysGluValLeuSu 
4561 CTCCATGCTCCGGTTCCTOGCTAAGGGACATCTGGGACTOGATATC^^ 
GAGGTACGAOGCCAAGGACCGATTCCCTGTAGACCCTCAC^ 

PheLysThrTrpLeuLysAlaLysLeuMetProGlnLeuProGlylleProPheValSer 
4621 actttaagacctggctaaaagctaagctcatgccaow^ctgcctgggat^ 
tgaaato:tggaccgattttcgattcgagta^ 

CysGlnArgGlyTyrLysGlyValTrpArgValAspGlylleHetHisThrArgCysHis 
4681 CCTGCCAGCGCGGGTATAAGGGGGTCTGGCGAGTGGACGGC^ 

GGAOGGTCGCGCCCATATTCCCCCAGACCGCTCACCTGCCGTAGTACGT^^ 

CysGlyAlaGlulleThrGlyHisValLysAsiK;iyThrMetArgIleValGlyProArg 
4741 ACTGTGGAGCTGAGATCACTCGACAlGTCAAAAACGGGACGATGAGGAra 
TGACACCTCGACTCTAGTGACCTGTACAGTITITCCCC^^ 

ThrCysArgAsnMetTrpSexGlyThrPheProlleAsnMaTyrThrThrGlyProCys 
4801 GGAOniGCAGGAACATGTCGAGTGGGACCTTCCCCATTAATGCCTACACCACGGG^ 
CCTGGAOGTC C Tl G TACaCCTCACCCTGGAAGGGGTAATTACX^GATG^ 

ThrPzoIieuProAlaPzoAsnTyrThrPhfiAlaZAuXrpArgVUSerAlaGluGluT^ 
4861 GTACCCCCXnriCCTGCGOCGAACTACACGriX^rc 

CATGGGGG6AA06A0GCGGCrTGA!I!GTGCAAGCG0GATACC 
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5881 GTGAGGCCAACGCGGAGGArcTCGTGTGCTGCTCAATGTCTTACTCTTGGACAGGCGCAC 
GACTCCGGTTGCGCCTCCTACAGCACACGACX^AGCTACAGJ^TGiWjAAC^ 

valThrProCysAlaAlaGIuGluGlnLysLeuProXleAsziAlaljeuSerilsnSerLeu 
5941 TCGTCACCCCGTGCGOCGCGGAAGAACAGAAACTGCCCATCAATG 



LeuArgHisHisAsnLeuValTyrSerThrthrSerArgSerAlaCysGlnArgGlnLys 
6001 T6CXACG!IXJI(X:M:AATTTGGTGTATTCCACCACC^ 
ACXSAXGOtfnTGGTGTIAAACCACATAAfiGXGGlX:^^ 

LysValXhrPheAspArgLeuGlnValLeuAspSer Hi sTyxGlnAspValLeuLysGlu 
6061 AGAAAGtCACATTTCACM»CTGCAAGt^^ 

ValLysAlaAlaAlaSerLysValLysAlaAsnLeuLeuSerValGluGluAlaCysSer 
6121 AGOTTAAAGCAGOGGCGTCAAAAGTCAAGGCTAACTTGCTATC 
TCCAATTI O GTOGCOgCAGTTTTCACTKCGATTGAACCAT^^ 

liftuThrProProHlsSerAlaLysSerLysPheGlyTyrGlyAlaLysAspValArgCys 
6181 GCCTGACGCCOXACACTCAGCCAAATCCAAGIT^ 
CGGACTGCGGGGGTGIGAGTCGGTTTAGGTTC^ 

KisAlaArgLysAlaValThrHisIleAsnSerVedTrpLysAspLeuLeuGluAspAsn 
6241 GCCATGCCAGAAAGGCXGTAACCCACATCAACTCCGTGTGGAA^ 
CGGTACG6TCTT3CCGGCATTCGG7GXIU;TTGAGGCACAC 

ValThrProZleAspThrThrXleMetAlaLysAsnGluValPheCysValGlnProGlu 
6301 ATCTAACACCAATAGACACIJ^CATCAIGGCTAAGAACGA^ 
TACATTGiaSTTATCTGTGATGGTAGTACCGATTCTK 

LysGlyGlyAx^IfysProAlaArgLeuIleValPheProAspLeuGlyValArgValCys 
6361 AGAIU;6G6G6T06TAAGCCAGCT06TCTCAT06IGTTCCCC6ATCT6^ 
TCTTCCCCCCAGCATTCGGTCGAGCAGAGTAOCACMGGOGCTA^ 

Gl\iLysMetAlaLeuTyrAspValValThrLysLcuProLeuAlaValMetGlySerSer 
6421 GCGAAAAGAIGGCTTTGTACGACGTGGTTACAAAGCTCCCCTTGGCCGTC^ 
CGCTTTTCTAOrGAAACAIGCTGCACCAATGTT^ 

TyrGlyPheGlnTyrSerProGlyGlnAxgValGluPheLeuValGlnAlaTrpLysSer 
64 81 CCTACGGATTCCAATACTCACCAGGACAGCGGGTTGAATTCCTTO 

GGATGCCXAAGGTTATGAGTGGTCCTGTCGCCXAACTTAAGGAGCAa 

LyaLysThrPrtaMetGlyPheSerTyrAspThrArgCysPheAspSerThrValThrGlu 
6541 ccaagaaaaccccaa!zx;gggttctogtatgatacccgctgct^^ 

ggttcttttggggttaccccaagagcatactatgggcgacgaaactgaggtc^ 

SexAspUeArgThrGliaGluAlalleTyrGlnCysCysAspLeuAspProGlnAlaArg 
6601 AGAGCGACATCCGTACGGAGGAGGCAATCTACCAATGTTGTGACCTC^ 
TCTCGCTCTAGGCATGCCKXTCOGTTAGATGGTTACAAC^ 

ValAlall^ysSerLeuThrGluArgLeuTyrValGlyGlyProLeuThrAsnSerArg 
6661 GCGIGGCCATCAAGimrTCACGGAGAGGCTmTGTTGGGGGCCCTCTIAC^ 
OGOlCCGGIAGTTCAGGGAGTGGCnXTrCCGAAAaA^ 

GlyGluAsaCysGlyryrArgArgCysArgAlaSerGlyValLeuThrThrSerCysG^^ 
6721 GGGGGGAGAACTQCGGCTATCGCAGGTCCCGOGGGAGCGGCGTACrGAC^ 
CCCCCCtCTTGACGCCGATAGCGTCCACGGCGCGCTCGCreCAT^ 

AsnThrLeuThrCysTyrlleLysAlaArgAlaAlaCysAargAlaAlaGlyLeuGlnAsp 
6781 GTAACACCCTCACTTGCTACATCAAGGCCCGGGCAGCCTGTC^^ 
CAITGTGGGAGI^CGAICTAGTTCOGGGCCCGTCGGACAGC^^ 

CysThxHetLeuValCysGlyAspAspLeuValVallleCysGluSerAlaGlyValGln 
6841 ACTGCACCATGCTCGTGTCTGGCGACGACTTAGTCGTTATCTCTGAAAGCGC^^ 
TGACGTGGTAOGAGCACACACCGCTGCTGAATCAGCAATAGAC^^ 
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ValGluIleArgGlnValGlyAspPheHlsTyrValThrGlyMetThrThrAspAsoLeu 
4921 atstggagataaggcaggtgggggacttccactacgtSao^sgta^^ 
tacacctctattccgtccaccccctgaagglx»tg«ttgcccatactga^ 

LysCysProCysGlnValProSerProGluPhcPheThrGluLeuAspGlyValArgLeu 
4981 TCAAATGCCCGTGCCAGGTCCCATCGCCCXAATTTT^ 

AGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGroTCI^ 

HisArgPheAlaProProCysLysProLeuLeuArgGIiiGIuValSerPheArgrvalGIy 
5041 TACATAGGTTIGCGCXCCCCTGCAAGCCCTTGC^^ 

ATGTATCCAAACGCGGGGGGACGTOXIGa^AACGACGCXC^^ 

I^uHisGluTyrProValGlyScrGlnLeuProCysGluProGluProAspVal^ 
5101 GACTCCACGAATACCCGGTAGGGTCGCAATTACC^^ 

CTGA(JGTGCTTATGGGCCATCCCAGCGTTAATGGAACGC^^ 

l^uThrSerMetl^uThrAspProSerHisIleThrAlaGluAlaAlaGlyArgArgLeu 
5161 TCTTX^CGTCCATGCTCACTGATCCCTCCC^^ 

ACAACTGCAGGTACGAGTGACTAGGGAGGGTATATTGTCGTCTC 

AlaArgGlySerProProSerValAlaSerSexSerAlaSezGlnLeuSerAlaProSer 
5221 TGGCGAGGGGATCACCCCCCTCTGax;GCCAGCTCCTCGGCTA^ 

ACCGCTCCCCTAGTGGGGGGAGACACCGGTCGAGGAGCCGATGGGT06AXAGGC6AG6TA 

LeuLysAlaThrCysThrAlaAsnHisAspSerProAspAlaGluLeuIleGliiAlaABo 
5281 CTCTCAAGGCAACTTGCACCGCTAACCATCACTCCrC^ 
GAGAGTTCCXSriGAAanX^GCGATTGGTACTGAGGGGA^ 

I^uX^uTrpArgGlnGluMetGlyGlyAsnlleThrAr^alGluSerGluAsnLysV^ 
5341 ACCTCCTAIGGAGGCAGGAGATGGGCGGCAACATCACCAGGGTIGAGT^^ 
TgGAGGATACCTCCGTCCTCTACCCGCCGTTGTAGtGGTCCCAACT 

ValZleLeuAspSerPheAspPr^Leil^alAlaGluGluAspGluAzsGluZleS^ 
5401 tGGTGATTCTG6ACTCCTTO6ATC0GCTTGTGGC0(»66A^^ 

ACCACTAAGACCIX^AGGAAGCTAGGCGAACACCGCCTCCTCCTGCTG^^ 

ProAlaGluIlel^iUlrgLysSerArgArgPheAIaGlnAlaLeuProVairrpAlaArg 
5461 TACCCGCAGAAAICCTGOGGAAGTCTOGGAGATICGCCCAS^ 
ATOGGCGTCTTTAGGACGOnrrCAGAGCCTCTAAG^^ 

ProAspTyxAsnProProLeuValGluThrTrpLysLysProAspTyzGIuProPxoVal 
5521 GGCCGGACTATAACCXCCCGCTAGIGGAGACGTOGAAAAAGCCCGACTACGAACC^ 
CCGGCClGATAmGGGGGGGATCAOCTCIX^CCTTTTIGGGGC^^ 

ValHisGlyCysProLeuProProProLysSerProProvaOProProProArgLysLys 
5581 TGGTCCATGGCTGTCCGCTTCCACO^CCAAAGTCCCC^ 
ACCAGGTACaSACAGGOSAAGGTGGAOGTTlX^GGOGAG^ 

ArgThrValVall^ThrGluSerThrLeuSerThrAlal^xiAlaGluLeuAlaThrArg 
564 1 AGCGGAa^GTGGTCCTCACTGAAICAACCCTATCTACTGCCT^^ 
TCG<XTGCCACCA6GAGTGACTTAGTTGGGATAGAT6A0^^ 

SerPheGlySerSerSerthrSerGlylleThzGlyAspAsnThrThxThrSer^ 
5701 GAAGCTTIGGCAGCTCCTGAACTTCC^ 

CTTOGAAACCGTOGAGGAGTTGJUU^GCCGTAATGCOCGCTGT^^ 

ProAlaProSerGlyCSrsProProAs'pSerAspAlaGluSerTyrSerSezMetProPro 
5761 AGCCCGCCOCTTCIGGCTGCCCCCCCGACTCOGAOGC^^ 

TGGGGCGGGGAAGAC0GA0GGGGGGGCT6AGGC1X»:6AC1CAGGAIM 

LeuGluGlyGluProGlyAspProAspLeuSerAspGlySerTrpSeirThzValSerSer 
5821 CCCTGGAGGGGGAGCCTGGGGATCCGGAICTTAGCGACGGGTCATGGTCA^ 
GGGACCTCCCCCTCGGACCCCTAGGCCTAGAATCGCTCCC(^^ 

GluAlaAsnAlaGluAspValValCysCysSerHetSerl^SerTrpT^ 
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GluAapAlaAlaSerl^uArgAlaPheThrGlulGraHetThrArgTyrStf 
6901 iU;6iU;GA060G6CGAGCCTGA6AGCCTT^ 

TOCTO C TGCGCOGCTOSGACTCTOGGAitfCTGCCTO^ 

GlyAspProProGlziProGluTTrAspLeuGluIiieuIleThrS 
6961 CTGGGGACCCCGCACAACCAGA^ 

SezvalAlaHisAspGlyAlaGlyL^sArgValllghrTprLeuThrAz^^ 
7021 IGTOUSICXSCCCACGACGGCGCTGGIJUU^AGG^ 
Aa^TCM;GGG6TGCIGC0606ACCTTTC^^ 

Pzt^txAlaArgAlaAlaTrpGluThrAlaArg^sQurPxoValAsnSerTr^Le^ 
7081 CCCCCCTCGO;AC^GCIG06TGOGAGACAGCAM^^ 

AsnllelleKetPheAlaProThrLeuTrpMai^SrgMem^uHet!^ 
7141 GCAACATAATCATGTTTGCCCX:CAaO!GTGGG062^^ 

C6TTGTATTA6TACAAACGGGG6TGTGACAGC0GCl€CTACXAIGJ^^ 

SerValLeuIleJaaArgAspGliOieuGluGlnil^aLeuAspCysGluXleT^^ 
7201 TTAGCGTCCTTATAGCCAGGGACCAGCTTGAACAGG^CCa!^ 

CysTyrSerlleGluPrdLeuAspLeuProProlielleGlaArgLeu 
7261 CCTGCTACTOCATAeJUlCCACTTGATCTACCTCCAA^TTC^^ 
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